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Abstract: The increase of many deadly diseases like infections by multidrug-resistant bacteria
implies re-inventing the wheel on drug discovery. A better comprehension of the metabolisms and
regulation of diseases, the increase in knowledge based on the study of disease-born microorganisms’
genomes, the development of more representative disease models and improvement of techniques,
technologies, and computation applied to biology are advances that will foster drug discovery in
upcoming years. In this paper, several aspects of current methodologies for drug discovery of
antibacterial and antifungals, anti-tropical diseases, antibiofilm and antiquorum sensing, anticancer
and neuroprotectors are considered. For drug discovery, two different complementary approaches
can be applied: classical pharmacology, also known as phenotypic drug discovery, which is the
historical basis of drug discovery, and reverse pharmacology, also designated target-based drug
discovery. Screening methods based on phenotypic drug discovery have been used to discover new
natural products mainly from terrestrial origin. Examples of the discovery of marine natural products
are provided. A section on future trends provides a comprehensive overview on recent advances that
will foster the pharmaceutical industry.
Keywords: anti-infectives; anticancer; neuroprotectors; marine natural products; drug discovery
future trends
1. Introduction
The history of mankind is intimately linked to the use and exploitation of bioactive substances.
The first medicinal drugs were based on plants like herbs, vines and fungi [1]. These natural products
(NPs), which are essentially outcomes of the secondary metabolism of the producing organisms, were
the basis for the discovery of bioactive substances. The earliest records of natural products date back
to the civilizations in the Mesopotamia, Egypt, China, Greece and the Arabs [2,3]. In fact, the word
“drug” is likely from Arabic origin [1].
Bioactive compounds are substances that are effective against living organisms and can be
biologically produced by microorganisms, plants and animals. These substances work as chemical
weapons of self-defense in very competitive environments. From a human perspective, they are
important because they fulfil variable human needs. Treatment of many diseases, such as the deadly
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forms of cancer, and the emergence of bacterial resistance, is essentially based on active chemical
principals such as antibiotics, antifungals, anticancer, antimalarial and anti-inflammatory agents.
Furthermore, bioactive principles are fundamental in many industries (e.g., various enzymes [4]) and
for dealing with aspects related to environmental problems such as the harmful algal blooms and
fouling. These needs fostered the search for novel and/or more effective bioactive substances.
In the 2000s, the traditional NPs screening was gradually discontinued because of the frequent
re-discovery of the same compounds, the technical difficulties associated with the isolation of
compounds from extracts, and the incompatibility of NP extracts with high-throughput screening
(HTS) campaigns. Furthermore, the structural complexity and low titer production of NPs that requires
the total synthesis and derivatization are sometimes economically and synthetically challenging. As a
consequence, NPs were replaced by large synthetic combinatorial libraries, mainly used in target-based
screenings. However, one of the principal drawbacks of combinatorial libraries is the lack of the
structural diversity and complexity given by nature to NPs. In a further step, the diversity-oriented
synthesis (DOS) approach was developed to mimic NPs and the resulting compounds are currently
being tested in a large number and variety of biological screens in order to determine their role as
promising hits [5].
Recent advances in technology and instrumentation for the rapid identification of novel bioactive
NPs and structure elucidation have opened a new era and greatly improved the NP discovery
process [6]. NPs, their semi-synthetic derivatives and natural product-inspired compounds still
represent one of the most important sources of chemical diversity and bioactive novel structures
ever described [7]. Furthermore, and as terrestrial environments have been thoroughly searched
for bioactive substances, other environments are studied for increasing the chemodiversity of NPs.
Recent exploitation is now focused on the marine environment, with a very promising outcome in
special using marine microorganisms from extreme environments. More than 20,000 Marine Natural
Products (MNPs) have been discovered over the past 50 years [8], with about 1277 new compounds in
2016 [9] in an average of 1000 new compounds each year, after 2008 [10]. These numbers reflect the
biodiversity of the life in the oceans and their potential as producers of bioactive molecules. Due to the
special characteristics of the marine environment, the MNPs usually have unique chemical traits and
high bioactivity [10]. Among the compounds discovered from MNPs, seven have been approved for
different applications and 12 are currently in clinical trials [11]. Macroorganisms such as algae, sponges,
corals and other invertebrates, as well as microorganisms have also contributed significantly towards
the discovery of novel MNPs. Especially interesting are the marine invertebrates and microorganisms
associated with sponges, tunicates and molluscs. The first marine-derived drug approved by the U.S.
Food and Drug Administration (FDA) was cytarabine, isolated from the Caribbean sponge Cryptotheca
crypta in 1969 for use as anticancer drug. Since then, other drugs have been approved for analgesic,
anticancer, antiviral and antihypertriglyceridemia activities [12].
The screening of bioactive compounds involves a large number of analysis assays that allow
assessing the potential of biological extracts or molecules. The assays can be performed at the whole
animal, cell-based or molecular levels. For drug discovery, two different complementary approaches
can be applied: classical pharmacology, also known as phenotypic drug discovery, which is the historical
basis of drug discovery, and reverse pharmacology or target-based drug discovery [13]. Target-based
drug discovery is based on the formulation and testing of specific molecular hypotheses [13], while in
phenotypic drug discovery, extracts or compounds are assessed against, for instance, cell lines in a
quantitative measurement of one or more cellular parameters [14]. Both approaches differ in their first
focus. In the phenotypic approach, the function is primarily considered, and compounds are screened
to find those that alter the phenotype, while the disease state and the mechanism will be identified
later. In target-based approach, the gene that codes for a protein target involved in the disease is
first identified and compounds are screened to find for high-affinity binding. After this, the active
compounds need to be checked in tissues and whole organisms. These two strategies have advantages
and disadvantages and promote very different screening assays. Complex and advanced high-content
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phenotypic drug screenings have been developed in which 384- or 1536-well high-content screening
plates are used to screen disease-relevant cell types assembled in a biomimetic fashion [14]. Organisms
like fruit fly, zebrafish or mouse are commonly used for phenotypic screenings at the whole animal
level [15]. Target-based discovery benefits from the advances and evolution of science in the fields of
biochemistry, structural biology, chemistry, genomics and technology.
Despite the impressive advances in technologies in the last decade, there has been a decline in
the discovery of new molecular entities (NME). In the years 1996 and 2012, the U.S. Food and Drug
Administration (FDA) approved, respectively, only 59 and 39 NMEs. In 2015, 45 new drugs were
approved which was a higher number compared to the previous decade [16]. Furthermore, about 62%
of first-in-class small molecules NMEs registered by the FDA during 1999 to 2008 had their origin in a
phenotypic approach compared to 38% in a target-based drug discovery [17]. According to the data
from Newman and Cragg [18], the majority of new FDA approved drugs between 1981 and 2010 were
derived from NPs structures. Maybe the reasons for the failure in clinical phases are the lack of novel
targets validated in preclinical stage and proper in vitro and in vivo disease models.
This review paper provides a comprehensive overview of screening methodologies commonly
used and the future trends for the discovery of new bioactive compounds in the unmet medical needs
in infectious and parasitic diseases, oncology and neurodegenerative diseases.
2. Methodologies of Screening
2.1. Antibacterial and Antifungal
Microbial infections have become an important clinical threat, with significant associated morbidity
and mortality, which is mainly due to the development of microbial resistance to the existing antimicrobial
agents. Therefore, methods for antimicrobial susceptibility testing and discovery of novel antimicrobial
agents have been extensively used and continue to be developed. Some techniques were subjected to
standardization by the Clinical and Laboratory Standards Institute (CLSI) and the European Committee
on Antimicrobial Susceptibility Testing (EUCAST), marking the most important advances in this field [19].
In recent years, there has been a growing interest in research and development of new
antimicrobial agents to combat microbial resistance. All of the most important groups of antibiotics
(tetracyclines, cephalosporins, aminoglycosides and macrolides) were discovered in the 1960s and these
compounds are in danger of losing their efficacy because of the increase in microbial resistance [20],
due especially to the emergence of multidrug-resistant bacteria [21–23]. For this reason, the discovery
of new antibiotics is one of the main objectives of medicine nowadays [24]. The chemical diversity
associated with the marine-derived molecules is immense, from linear peptides and fatty acids
to complex alkaloids, terpenes and polyketides, what makes the MNPs an amazing source for
antimicrobial candidates [25].
There are some commonly used antibacterial bioassays such as disk-diffusion, well diffusion and
broth or agar dilution, and other more recent methods which are not widely used to date, such as
methods using flow cytometry and bioluminescence. Furthermore, one of the more commonly used
in antifungal bioassays is the poisoned food technique [26]. The huge number of different assays
often makes it impossible to compare results between different studies. This is further challenging by
the lack of standardization in the whole procedure, which includes different media, reference strains,
inoculum size and solvent used, among others. Different techniques for antibacterial and antifungal
screening are summarized below.
2.1.1. Agar Disk-Diffusion Method and Variations
Agar disk-diffusion is the official method used in many microbiology laboratories for antimicrobial
susceptibility testing [27]. This procedure is based on the inhibition of growth of the test microorganism
in agar medium plates due to the effect of the test compound. Filter paper discs are impregnated with
the test compound and placed on medium surface inoculated with the test microorganism. Then, the
Mar. Drugs 2018, 16, 279 4 of 31
diameters of inhibition growth zones are measured. This method accurately tests troublesome bacterial
pathogens like streptococci, Haemophilus influenzae, Neisseria gonorrhoeae and Neisseria meningitides [28].
The advantage of this method over others is the simplicity, low cost and the ability to test great
amounts of microorganisms and compounds. One of the drawbacks of this test is the inability to
distinguish bactericidal and bacteriostatic effects as bacterial growth inhibition does not mean bacterial
death. Furthermore, it is not appropriate for determining the minimum inhibitory concentration (MIC),
because it only provides qualitative results by categorizing bacteria as susceptible, intermediate or
resistant [29].
A modification of the disk-diffusion is the well diffusion method based on agar medium plates
inoculated with the microorganism of interest [30,31]. In this method, the compound/extract being
tested is placed into a small hole generated in the medium. If present, the antimicrobial agent diffuses
into the agar medium and inhibits the growth of the microorganism.
Another modification is the gradient method (E-test), in which a strip impregnated with an
increasing concentration of test compound/extract is placed on the agar surface [32]. The gradient
method combines dilution and diffusion methods and is used to determine MIC and even for
investigating the antimicrobial interaction between two drugs [33].
2.1.2. Poisoned Food Method
In this method, the test compound/extract is incorporated into the melted agar medium at a
desired final concentration. The medium is then plated into Petri dishes. When it has solidified, the
fungal mycelium of interest is inoculated on the agar surface. After incubation, the diameters of fungal
growth are measured and compared to the control without the compound/extract. This method is
generally used to evaluate the antifungal effect and to determine the percentage inhibition of mycelial
growth, minimum inhibitory concentration, and minimum fungicidal concentration [26,34].
2.1.3. Thin-Layer Chromatography (TLC)-Bioautography
This technique combines thin-layer chromatography (TLC) with contact bioautography,
TLC-bioautography [35,36]. This is a fast, simple, effective and inexpensive technique used for
screening a large number of extracts from natural origin for bioactivity-guided fractionation [37]. This
technique separates a complex mixture or an extract and, at the same time, localizes active compounds
with antimicrobial activity. Some laboratories use the most sophisticated updated version of this
technique with high performance liquid chromatography (HPLC), which is the method of choice for a
final clean-up of active fractions to obtain pure compounds, coupled to bioautography [38].
TLC-bioautography may be used with important pathogenic strains of fungi such as Aspergillus,
Penicillium and Cladosporium, and bacteria such as Bacillus subtilis, Staphylococcus aureus and Escherichia
coli [39,40].
There are three different variants of this technique: agar contact method, direct bioautography
and agar medium-overlay assay. In the agar contact method, the microorganism is inoculated on the
agar medium plate and then the antimicrobial agent diffuses from TLC plate. After a certain period of
time that can vary from minutes to hours, the TLC plate is removed and the plate with the culture
incubated. The growth inhibition zones in the medium are measured [41]. The direct bioautography is
the most widely used for detection of antifungal agents. It consists in dipping the TLC plate into a
microbial suspension followed by incubation for 48 h. Frequently, visualization of microbial growth is
performed by measurement of the conversion of tetrazolium salts by living cells [42]. The agar-overlay
assay is a hybrid of the two aforementioned methods. The TLC plate is covered with agar culture
medium inoculated with the microorganism of interest allowing the diffusion of tested compounds
into the medium [43]. As in the previous method, staining of microorganisms can be done with
tetrazolium salts.
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2.1.4. Dilution Method
Dilution methods are the most commonly used methods for determining MIC values against
bacteria and fungi, because it is easy to estimate the concentration of the tested antimicrobial agent
effective against the test microorganism.
One example of the use of this method for MNPs is the screening developed from the
marine-derived fungus Cochliobolus lunatus in which three new eremophilane sesquiterpenes with
antibacterial activity were elucidated [44].
There are two main forms of dilution method: (i) broth medium and (ii) agar dilution method.
There are some approved guidelines for the dilution method to assess antimicrobial susceptibility with
a uniform procedure established by the CLSI EUCAST [19].
(i) Broth dilution can be done in 96-well microtiter plates to automatize the process or in
tubes with greater volumes. The antimicrobial agent is prepared in two-fold dilutions
in liquid growth medium and then each tube or well is inoculated and adjusted to 0.5
McFarland scale with microbial inoculum. After microbial incubation, growth is measured.
The methods usually used for this quantification are colorimetric, such as tetrazolium salts,
3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) or resazurin dye [45].
(ii) Agar dilution consists in the incorporation of a serial two-fold dilutions of the potential
antimicrobial agent into an agar medium followed by the microbial inoculation onto the agar
plate’s surface. The MIC endpoint is recorded as the lowest concentration of antimicrobial agent
that completely inhibits growth after incubation. Agar dilution is the recommended method for
organisms such as anaerobes and Helicobacter species [46].
2.1.5. Time-Kill Test
This method can be used to determine synergism or antagonism between bactericidal or fungicidal
drugs [47]. It is the most appropriate method for determining the time- and concentration-dependent
antimicrobial effect. This method has been standardized by CLSI [48]. Each drug is assayed in broth
culture medium with a bacterial suspension and, after time intervals, the number of living cells is
determined by the agar plate count method.
2.1.6. Adenosine Triphosphate (ATP) Bioluminescence Assay
The measurement by luminescence of ATP (adenosine triphosphate), which is the chemical form of
cells energy, has classically been used for cytotoxicity assays and drug discovery screening, but can be
used for estimating the growth of the microbial population as well. Briefly, ATP produced by bacteria
or fungi in presence of luciferase converts D-luciferin in oxyluciferin that generates light. The quantity
of the emitted light is measured by a luminometer and expressed as relative light unit (RLU) which can
be converted into RLU/mole of ATP. Thereby, there is a linear relationship between cell viability and
luminescence measured. This technique has been used for antibacterial, antimycobacterial and antifungal
testing. One of the main advantages is the rapidity; in fact, results for antimycobacterial test are obtained
in only 3–5 days, in comparison with the standard dilution technique that requires 3 or 4 weeks [49].
2.1.7. Flow Cytometry
Flow cytometry has been used to detect live/dead cells and some researchers use it for testing the
effect of compounds/extracts in microorganisms. It is a technique that allows a rapid detection
of damaged cells, and several studies have reported the effectiveness of the flow cytometer as
a tool for antibacterial testing using combined staining of DNA with propidium iodide (PI) for
membrane damage evaluation and carboxyfluorescein diacetate for esterase activity detection and, thus,
viability [50]. The flow cytometric method allows detecting antimicrobial resistance and the estimation
of the impact of the tested molecule on the viability and cell damage of the target microorganism. This
technique gives reproducible results rapidly (2–6 h compared to 24–72 h for the dilution method) [51].
As this method requires specialized equipment, its widespread use is therefore unlikely.
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2.2. Antibiofilm and Antiquorum-Sensing
2.2.1. Antibiofilm Formation
Biofilms are characterized by the organized association of microbial communities attached to
inorganic or biological surfaces. Additionally, the microorganisms within biofilms are embedded in a
matrix enriched in polysaccharides and proteins, acting as a reservoir for the cells, providing protection
against biocides and drugs and promoting drug resistance development [52,53]. Particularly, biofilm
formation is a major problem within nosocomial environments due to devices microbial colonization
and consequent patient infection. These devices include prosthetic heart valves, orthopedic implants,
intravascular catheters, artificial hearts, left ventricular assist devices, cardiac pacemakers, vascular
prostheses, cerebrospinal fluid shunts, urinary catheters, ocular prostheses and contact lenses, and
intrauterine contraceptive devices [54].
The antibiofilm activity screening can be assayed through several in vitro standardized methods. For
example, colorimetric-based assays using crystal violet or safranin, which are commonly used to assess
extracts’ ability to disrupt biofilm formation. Especially standard protocols for both staining methods are
based on identical procedures, as follows: co-cultures of extracts or compounds with indicator biofilm
producing strain are performed within 96-well plates. After incubation, the wells are stained either with
0.1% crystal violet for 10–15 min [55,56] or 0.1% safranin for 1 min [57]. A washing step with sterilized
water or saline solution to remove the excess staining is also needed. Regarding the resuspension of the
biofilm, the approaches used are slightly different between authors: Nostro et al. [57] used 30% (v/v) acetic
acid, Damiano et al. [55] 99% ethanol and Fotopoulou et al. [56] sterilized water. To determine biofilm
formation, the measurement of the final suspensions absorbance is needed [55–57]. For example, for
crystal violet staining when resuspension was carried out in water, the absorbance was read at 625 nm [56],
and when resuspension was carried out in ethanol, the absorbance measured was at 495 nm [55]; for
safranin staining and final resuspension in acetic acid, the absorbance was read at 492 nm [57].
Laser Confocal Microscopy can also be applied in the detection of biofilm formation. This
approach relies on the incubation of a glass slide within the culture of indicator strain with
extracts/compounds. The glass slide is stained with fluorescein isothiocyanate-conjugated
concanavalin A for 30 min in the dark and then rinsed with sterilized water. When dried, the glass
slides can be observed under a Laser Confocal Microscope [58] for the presence or absence of biofilm.
One example of an MNP is the compound isatin and derivatives that showed antibiofilm
activity [59].
Using works like those here described, Papa et al. [60] reported the presence of different antibiofilm
molecules in extracts obtained from marine cold-adapted bacteria.
2.2.2. Antiquorum-Sensing Bioassay
Quorum sensing (QS) or cell-to-cell communication is a cell density-dependent bacterial response
mediated by hormone-like compounds called autoinducers. QS-dependent regulation of gene
expression controls a wide variety of prokaryotic phenotypes including biofilm formation, virulence
factor expression, and motility. Quorum sensing inhibition (QSI) is considered to be a new approach of
antimicrobial chemotherapy.
One example of the use of this bioassay in MNPs is the screening developed by Zhi-Ping et al. [61], in
which about 200 bacterial colonies were isolated from the coral species Pocillopora damicornis and screened
for their ability to inhibit QS using the bioreporter strain Chromobacterium violaceum ATCC 12472. About
15% of positives for anti-QS activity were obtained. Another MNP isolated from the marine bacterium
Rheinheimera aquimaris showed antiquorum sensing activity through violacein assays [62].
Several methods are widely applied to evaluate the antiquorum sensing bioactivity. Some are
listed and described below.
(i) Disk-diffusion assay
The strain Chromobacterium violaceum is commonly used to assess the antiquorum-sensing activity
of bacterial extracts, since the presence of quorum sensing is translated into the expression of violacein
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which explains the purple colour of the colonies. For the disk-diffusion assays, C. violaceum is spread
onto agar medium plates and disks containing bacterial extracts of the strains under study are plotted
above the agar medium inoculated with C. violaceum. After incubation, antiquorum sensing activity is
detected through the observation of colorless colonies of C. violaceum around the disks. If growth of
C. violaceum is not observed around the discs, it is concluded that there is a bactericidal effect [63,64].
(ii) Flask incubation assay
Liquid cultures of C. violaceum with the bacterial extracts of the strains under study are used for the
quantitative determination of violacein production. After incubation, violacein extraction is achieved
by centrifugation. The resuspension of the pellet is carried out in 1 mL of dimethyl sulfoxide (DMSO)
and then vortexed vigorously to dissolve the violacein completely. For the violacein quantification,
absorbance is measured at 585 nm using a spectrophotometer [65].
(iii) Quorum quenching assay
The Escherichia coli reporter strain AI1-QQ.1 is used to identify extracts that can interfere with
bacterial cell–cell communication through acyl homoserine lactone (AHL) [66]. Briefly, the E. coli
reporter strain contains a gene that encodes a lethal protein fused to a promoter that is induced in
the presence of AHL, a quorum sensing signal. Therefore, in the presence of AHL, this E. coli strain
is unable to grow. However, when quorum sensing is disrupted, the growth of this strain will be
observed. For the quorum quenching assay, an exponentially growing culture of this E. coli strain is
incorporated into agar containing 100 µM N-(ß-ketocaproyl)-L-homoserine lactone (3-oxo-C6-HSL),
100 µg/mL ampicillin, and 30 µg/mL kanamycin, and then plated. Bacterial extracts under study are
spread on the agar plates and then incubated. Quorum quenching activity is qualitatively evaluated
through the presence or absence of growth of the E. coli reporter strain [66,67].
2.3. Anti-Parasitic Assays
Neglected tropical diseases (NTD) are a group of about 20 diseases that typically affect poor
people in tropical countries and represent a significant health burden in large parts of the world.
The available medicines to treat these diseases by no means reflect the clinical need. The complex
biology of many of these parasites and their need for vectors for development and transmission makes
traditional industrial-scale drug discovery programs incredibly challenging. Nevertheless, there has
been a significant effort to develop new drugs to treat these diseases over the past decade and the
phenotypic screens have become particularly important in NTD drug discovery because of lack of
validated targets for these diseases. In this section, we have focused in three groups of organisms:
kinetoplastid parasites, helminths and Plasmodium, because they are responsible of a large group of
these diseases and have active research in drug discovery.
2.3.1. Kinetoplastid Parasites
African trypanosomiasis, leishmaniasis, and Chagas disease are three neglected tropical diseases
for which current treatments are inadequate and even cause toxic side effects, leading to thousands of
deaths in the poorest countries. The parasite Trypanosoma brucei, which invades the Central Nervous
System (CNS), is quite spread throughout Africa, while Trypanosoma cruzi is the parasite responsible
for Chagas disease in Latin American countries [68]. On the other hand, Leishmaniasis is caused
by different species of the genus Leishmania that can produce very severe infections, being fatal if
untreated [69]. Millions of people are living in areas where these diseases are endemic and urgently
need new drugs to help alleviate their suffering.
Drug discovery for neglected tropical diseases is carried out using both target-based and
phenotypic approaches. Target-based approaches to drug discovery are extensively used in the
pharmaceutical industry but there are very few fully validated drug targets for these neglected
diseases [70]. Arguably, a target is only fully validated when there is a registered drug for which it
can be shown that the principal mode of action is by inhibition of the target. Indeed, the mode of
action of most registered drugs used for the treatment of kinetoplastid infections, such as suramin,
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pentamidine, melarsoprol, etc., is unknown. Even so, target-based assays are a very valuable screening
tool. For instance, the drug eflornithine, included in the World Health Organization’s List of Essential
Medicines [71] for the treatment of trypanosomiasis, is a “suicide inhibitor” which targets ornithine
decarboxylase [72]. Therefore, there is still the need to select new targets among those involved in
highly essential biological pathways of kinetoplastid.
One of the targets used is the enzyme 3′,5′-cyclic nucleotide phosphodiesterase (PDE) type B1 from
the parasite Trypanosoma brucei (TbrPDEB1). PDE is an essential protein for the proliferation of the
parasite [73]. The enzyme regulates cyclic nucleotide levels and induces the cessation of the parasite
cell division, with consequent lysis and control of the infection in a mouse model [74]. Additionally, the
human PDE type 4D (hPDE4D) activity should be assayed in parallel for the compounds screened to
avoid off-target effects. Another target used for T. brucei is methionyl-tRNA synthetase (MetRS) [75,76]
which plays a crucial role in protein synthesis and has been validated in a mouse model [77]. Furthermore,
this enzyme is highly conserved among kinetoplastid parasites. The effect of the compounds screened in
protein synthesis of human cells has to be assayed in parallel. Other examples of target-based assays are
the inhibitors of sterol 14-α-demethylase which have been shown to be active against Chagas disease [78]
and Leishmania casein kinase 1.2 (LmCK1.2), an exoprotein kinase that has recently been shown to be
essential for intracellular parasite survival and infectivity [79].
However, the most widely used methods for drug discovery against kinetoplastid are
phenotypic [80]. The kinetoplastid parasites have complex life cycles. They may be free-living
or parasitic, with several stages that occur between the insect vector and vertebrate host. The drug
discovery screening can be performed in any of these stages with varying results. Such assays include
the use of the free-living promastigote parasite (from the insect stage) or amastigote parasites (from
mammalian stage) from an axenic culture or in an intracellular stage (the more physiologically relevant).
The most frequently used assays are developed using the mammalian stage of the parasites, such as
the intracellular amastigote form of T. cruzi, the bloodstream form of T. brucei, and both axenic and
intracellular amastigote forms of Leishmania donovani. The screening methods range from tests with less
performance, such as microscopic observation, to high performance assays, such as HTS in 384-well
format [81]. The models used for drug discovery screening can be parasites genetically engineered
to express reporter gene such as E. coli β-galactosidase gene, lacZ [82] or parasites that have a stable
expression of luciferase activity in mammalian host cells [83]. Additionally, dyes indicators of viability
such as resazurin are used for testing drug susceptibilities of the parasites [84]. The recent advances
in automated microscopy have the capacity to increase throughput by replacing laborious manual
microscopic observation for high-content imaging and this technique is being successfully used as
in vitro whole-organism screens against live kinetoplastid parasites [85].
Most drug discovery screenings for anti-kinetoplastid drugs are performed with synthetic
compound libraries to search for active compounds [86] but such synthetic libraries are often
limited in structural diversity and novelty. Natural products offer an alternative source of highly
underexplored chemical entities with privileged bioactive molecules that could be used as templates
for the synthesis of novel drugs in the treatment of the tropical diseases [81]. Furthermore, there
are also numerous natural products with promising anti-kinetoplastid activities which await being
developed as drugs [87]. There are some examples of marine origin compounds effective in drug
discovery screening for anti-kinetoplastid drugs such as Iotrochamides A–B, from the Australian
marine sponge Iotrochota sp. [88], Convolutamines I–J from the bryozoan Amathia tortusa [89] and
others isolated from the Indo-Pacific marine sponge Cacospongia mycofijiensis [90].
2.3.2. Helminths
Helminths are parasitic worms. They are one of the most common infectious agents of humans
in developing countries. The helminths are responsible for infections such as filariasis, schistosomiasis
and ascariasis. Little is known about the unique biochemical metabolism of parasitic worms and the
mechanisms by which worms evade human host defenses and establish chronic infections. Although there
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are millions of people infected by these parasites, there are limited tools for controlling worm infections;
of the 1556 new chemical entities marketed between 1975 and 2004, only four drugs (albendazole,
oxamniquine, praziquantel, and ivermectin) were developed to treat helminthiases [91]. Among these
four drugs only ivermectin is a natural product, derived from the bacterium Streptomyces avermitilis. In the
last decade, some screening campaigns has been developed looking for anthelminths from marine natural
products and, for instance, a potent nematocidal activity has been described for new thiocarbamate
thiocyanates, thiocyanatins E1 and E2 from a southern Australian marine sponge, Oceanapia sp. [92].
To date, the majority of the approved anthelmintics have been derived from veterinary medicine
and discovered through in vivo animal model testing. However, recent approaches have turned
towards screening in adult or larval stages in vitro, even though target-based screening, with a focus
on thioredoxin glutathione reductase inhibition, has been successfully applied in the identification of
oxadiazoles as new lead compounds for schistosomiasis [93].
Some species of helminths are difficult to grow in the laboratory so other free-living nonparasitic
species are used as models for these organisms. One example is Caenorhabditis elegans, which is used
extensively as a model to identify drug targets and potential novel anthelmintics because it can be
readily cultured in vitro [94]. The larvae of helminths are normally available in greater numbers than
adults and are small enough for microplate assays. These characteristics, together with the implemented
high-content imaging techniques, have made it possible to use large compound collections to be screened
against helminths, revitalizing the drug discovery pipeline [95]. Both light-field and fluorescent-based
assays have been performed for testing the viability of the parasites after drug treatment. With the
aim of reducing the subjectivity of the images, some vital dyes enable quick identification of dead/live
parasites, such as methylene blue and trypan blue. Additionally, indicators of metabolic activity such as
the MTT (3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetra-zolium bromide) [96], Alarm blue [97] and acid
phosphatase activity have been widely used to assess viability of some helminth species.
2.3.3. Malaria
Malaria is a mosquito-borne infectious disease affecting humans and other animals caused by
parasitic protozoans belonging to the Plasmodium genus. Malaria is widespread in tropical and
subtropical regions, including America, Asia and Africa. According to the “World Malaria Report
2016” of the World Health Organization, there were 212 million new cases of malaria worldwide
in 2015. Most deaths from malaria are caused by Plasmodium falciparum, one of the five species of
human infectious malaria parasites. The increasing resistance of P. falciparum to the available drugs and
new efforts to eradicate malaria drive the need to develop new and effective antimalarial drugs [98].
Traditionally, plants have been excellent sources of antimalarial compounds. In fact, artemisinin, a
natural product isolated from the Artemisia annua, used in Traditional Chinese medicine, is the drug
recommended by the World Health Organization to be used in combination therapies as a first-line
treatment of malaria. The combination therapy decreases drug resistance because the combination of
antimalarial drugs with independent modes of action can impede the development of resistance to
each individual component of the combination [99], increasing the probability of success.
New antimalarial drugs should be effective against several of the developmental stages of the
parasite. Following the blood meal of an infected Anopheles mosquito, the Plasmodium sporozoites
travel through the bloodstream of the mammalian host. When they reach the liver, they invade the
hepatocytes and transform into an exoerythrocytic stage. At this stage, the parasites can leave the
liver and re-enter in the bloodstream in an asexual blood stage, where they can cause red blood cells
destruction and the characteristic symptoms associated with malaria: anemia, fever, and chills. A small
percentage of these asexual blood stage parasites will then differentiate into sexual erythrocytic-stage
parasites as female and male gametocytes. The transmission of the sexual blood stage back to the
mosquito vector during a subsequent blood meal completes the Plasmodium life cycle [100].
Several drugs with antimalarial activity are under development. The Medicines for Malaria
Venture Malaria Box is a collection of over 400 compounds representing families of structures identified
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in phenotypic screens of pharmaceutical and academic libraries [101]. This library was originated for
the screening against the asexual-stage of Plasmodium falciparum by two pharmaceutical companies,
GlaxoSmithKline and Novartis, and two academic centers, St. Jude (Memphis) and Eskitis (Australia)
and now it is available for malaria researchers to request it to perform tests on their malarial screens,
with the only condition that information obtained be deposited in the public domain. All the results
deposited were summarized by Van Voorhis et al. [102], suggesting a potential mechanism of action for
over 130 compounds against malaria and identifying the best for further malaria drug development
research. Additionally, due to the low structural diversity within the antimalarial drugs currently
available in the clinic and the increasing number of cases of resistance, NPs are important sources for
new chemical scaffolds in antimalarial agents [103].
The phenotypic screening assays are generally developed in asexual erythrocytic-stage parasites
with different readouts for the inhibition of parasite growth such as lactate dehydrogenase (LDH)
release, one of the most commonly used due to its robustness and specificity [104], MitoTracker or
Sybr Green dye incorporation, hypoxanthine incorporation or 4’,6-diamidino-2-phenylindole (DAPI)
imaging assay or also using a transgenic P. falciparum line that stably express cytoplasmic firefly
luciferase that was used to develop a cell-based luminescent method for testing antimalarial drugs
which can be adapted to HTS format [105].
Alternative, other stages of Plasmodium, such as liver stage, are attractive targets for the development
of antimalarial drugs and it is an opportunity to interrupt the life cycle of the parasite at a critical early
stage. Both P. falciparum and P. vivax have been established in a microscale human liver platform composed
of cryopreserved human primary hepatocytes surrounded by supportive stromal cells. [106]. This system
allows a more complete study of the effect of the drugs in the Plasmodium liver stage, in the release of
merozoites and infection of erythrocytes, using image automation methods. Other approach, in this
context, is the use of pluripotent stem cells (iPSC) differentiated to iPSC-derived hepatocyte-like cells
(iHLCs) as in vitro model of liver-stage malaria of P. berghei, P. yoelii, P. falciparum, and P. vivax species [107].
Additionally, the intervention over gametocyte development, which directly blocks the parasite
transmission, has been used as drug screening method. One of the novel methods described for the
identification of anti-gametocyte compounds is the measurement of the parasite lactate dehydrogenase
activity of gametocytes of P. falciparum in 96-well plates as an indicator of gametocyte viability [108].
At molecular level, there are some validated drug targets to fight against malaria. These
include dihydrofolate reductase and dihydropteroate synthase [109], the atovaquone targeting the
mitochondrial bc1 complex [110] and the enzyme involved in pyrimidine biosynthesis, dihydroorotate
dehydrogenase [111].
There are some examples of marine origin compounds effective in drug discovery screening for
antimalarial drugs such as thiaplakortones A–D from the Australian marine sponge Plakortis lita [112].
More validated targets and better HTS assays could help to develop new drugs for treating these
neglected diseases faster.
2.4. Anticancer
Cancer is a broad term for several diseases affecting any part of the body such as lungs, liver,
stomach and breast. Cancer is defined as a serious disease that is caused when cells in the body
grow in a way that is uncontrolled and not normal, killing normal cells and often causing death.
The modification from normal cells into tumour cells is the initial multistage process that leads to a
continual unregulated proliferation of the cells. The tumour cells are able to grow abnormally and
without boundaries, spreading easily into neighbour tissues and organs [113].
Cancer was responsible for 8.8 million deaths in 2015 worldwide, being the leading cause of death
in the world [113]. Consequently, new anticancer agents with more effectiveness and less toxicity are
urgently demanded. Microbial NPs have been explored as an answer to these pharmaceutical needs
with promising results, in addition to the synthetic compounds libraries used for cancer drug discovery.
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Drug discovery for cancer is carried out using both target-based and phenotypic approaches.
Target-based approaches to drug discovery are extensively used in the pharmaceutical industry but
there are few fully validated drug targets in some types of cancers that are dependent on the tumour
microenvironment, such as pancreatic cancer [114]. In others, such as breast cancer, estrogen receptor
is one of the targets screened or, in most types, the blocking of microtubule proteins such as tubulin
is a pursued target for interfering in the mitosis of the cells [62]. Due the lack of avowed target in
some cancers and the advances in cell culture techniques, the most widely used approaches in cancer
research are phenotypic.
In the phenotypic approach, the first steps of the research for anticancer leads rely on the in vitro
assessment of anticancer activity. Established cell lines of each type of cancer are commonly used to
carry out by HTS assays, while normal cell lines are used as control. In many types of cancer, such as
pancreatic cancer, the subpopulation of cancer stem cell (CSC) is highly enriched. CSCs are resistant
to current chemotherapeutic drugs and therefore promote tumour recurrence [115]. CSCs, also called
tumour-initiating cells, share many characteristics with normal stem cells, such as, asymmetric cell division,
in which each CSC generates one daughter cell with self-renewal capacity and another cell destined
to differentiate. The self-renewal capacity helps to maintain the number of CSCs within the tumour.
CSCs also exhibit unique features, such as their metastasis ability and the ability to remain in a quiescent
state, which protect them from the chemotherapeutic drugs developed to target actively dividing cells.
Nowadays, the use of CSCs in anticancer screening is becoming the most relevant phenotypic approach.
Therefore, there are different strategies for drug discovery in cancer research using established
cancer cell lines in 2D cultures or CSCs-based approaches using 3D cultures (spheroids) [116] and
high-content imaging techniques, which are explained in more depth in Section 3. Interestingly, a pilot
screen to validate a 3D model of breast cancer metastasis for HTS using a purified library of marine
metabolites has been reported, with excellent results [117]. In this study, four hits, isonaamidine B,
papuamine, mycalolide E, and jaspamide were confirmed.
High-throughput screening for anticancer compounds are usually developed in 2D cultures, where
cancer cell lines are exposed to the extracts or compound(s) and then are tested for cell proliferation
and cytotoxicity assays [118,119], like the ones described on the following sections.
2.4.1. Stained Viable Cells Assay
Adherent cells detach from cell culture plates during cell death and this characteristic can be
used for the indirect quantification of cell death and to determine differences in proliferation upon
stimulation with death-inducing agents. A simple method to detect maintained adherence of cells is
the staining of attached cells with crystal violet, neutral red and sulforhodamine B dyes.
Crystal violet binds to proteins and DNA. When cells that undergo cell death are detached from
cell plate, the amount of crystal violet staining is reduced [120].
The neutral red uptake (NRU) assay provides a quantitative estimation of the number of viable
cells in a culture. The ability of viable cells to incorporate and bind the supravital dye neutral red in
the lysosomes is measured by colorimetry [121].
The bright pink aminoxanthene dye sulforhodamine B (SRB) is able to bind to proteinaceous
components of cells that were previously fixed with trichloroacetic acid (TCA). Despite not being able
to discriminate viable from dead cells, SRB assay is widely used for cell density determination, being
extensively used for cytotoxicity screenings. Some studies have assessed the SRB assay ability to evaluate
cytotoxic effects of compounds by comparing SRB assay results with those obtained with metabolic assays
such as MTT test [122–124]. These comparative studies showed a high correlation between results of
both assays, with the difference that IC50 values of compounds under test were slightly higher with SRB
assay [122–124]. Additionally, SRB assay is ideal to be carried out in multi-well plates [125].
In all the cases, the dye is extracted in each well and the absorbance is read using a spectrophotometer.
All these procedures are cheaper than other cytotoxicity tests such as tetrazolium salts.
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2.4.2. Dye Exclusion Assay
The number of viable cells after exposure to a compound under test can be carried out by dye
exclusion methods. These methods rely on the integrity of the cell membrane, which is responsible for
the exclusion of certain dyes like trypan blue, eosin or propidium iodide in live cells. On the other
hand, dead cells with damaged cell membranes are able to uptake the dye, being coloured.
For example, on the trypan blue exclusion assay, pellets of the cell lines exposed to the compound
under test are resuspended in phosphate buffered saline (PBS), diluted in a solution of 0.4% trypan
blue (1:1) and incubated for 3 min at room temperature. Observation under a light microscope allows
the count of viable and dead cells with the help of haemocytometer or with more sophisticated
automatic cell counters. A simple calculation of the percentage of viable cells through the formula
viable cells (%) = total number of viable cells per mL/total number of cells per mL will unveil the effect of the
compound [126].
2.4.3. Methods Based on Metabolic Activity
There are three widely methods to assay cytotoxicity based on metabolic activity of cell lines:
tretrazolium reduction, resazurine and ATP content assay.
(i) Tetrazolium reduction assay
This technique needs an incubation of the tetrazolium compounds with cell cultures, in
which the viable cells are able to convert these compounds into brightly coloured products
that can be colorimetrically detected with a conventional microplate reader [127,128]. In this
type of assay, the most commonly used compounds of the tetrazolium family are MTT, 5-[3-
(carboxymethoxy)-phenyl]-3-(4,5-dimethyl-2-thiazolyl)-2-(4-sulfophenyl)-2H-tetrazolium inner salt (MTS),
sodium 2,3-bis(2-methoxy-4-nitro-5-sulfophenyl)-5-[(phenylamino)-carbonyl]-2H-tetrazolium inner salt
(XTT) and sodium 5-(2,4-disulfophenyl)-2-(4-iodophenyl)-3-(4-nitrophenyl)-2H-tetrazolium inner salt
(WTS-1). Particularities of each dye assay are specified by Riss et al., Goodwin et al. and Boivin et
al. [128–130]. Additionally, to perform these assays, there are several standardized ready-to-use kits that
are commercialized.
(ii) Resazurin assay
Resazurin is a cell health non-fluorescent indicator, but upon entering living cells, resazurin is
reduced to resorufin, a highly fluorescent red compound. Changes in viability can be easily detected
using either an absorbance- or fluorescence-based plate reader. Resazurin is the active ingredient of
alamarBlueTM (Invitrogen, Carlsbad, CA, USA) ready-to-use reagent [131].
(iii) ATP content assay
The adenosine triphosphate (ATP) has a key role in cellular biological processes, being the main
carrier of energy in cells. Additionally, ATP concentration in all living cells is similarly well correlated
with cell biomass [132]. When cellular membrane loses its integrity, the ability to produce ATP is also
lost and the remaining ATP is quickly consumed by endogenous ATPases. Therefore, ATP assay has
been widely used as a marker to detect viable cells and is also the most frequently used method to
assess cell viability through high-throughput screening platforms [128].
For the ATP assay, the use of an ATP detection kit is crucial. This kit includes a detergent for cell
lyses, ATPases inhibitors to prevent depletion of the ATP released from lysed cells, luciferin as substrate
and luciferase that is responsible for the enzymatic reaction that generates bioluminescence. Briefly, the
ATP assay consists in adding the ATP detection reagent to the cell culture exposed to the compounds
under test and, after an incubation of 10 min, the absorbance is recorded at 570 nm [128]. One of the
most sensitive reagents is CellTiter-GloTM (Promega, Madison, WI, USA), which is a luminescence
reagent used to determine the number of viable cells in culture based on quantitation of the ATP
present in cell culture by a luminometer.
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2.4.4. Protease Viability Marker Assay
A wide range of enzymes are present in mammalian cells, such as lipases, nucleases and proteases.
Proteases are usually compartmentalized inside the cell, according to their specific function, and are
active while the cell is viable [128]. Therefore, there are two different approaches to use the proteases
as a biomarker for cell viability:
(i) Measuring the viability of the cells, by a protease assay, using a cell permeable fluorogenic
protease substrate that will penetrate the cell and serve as a substrate for the proteases inside the
cell, marking then the viable cells.
(ii) Measuring the cytotoxicity through the protease activity, using substrate that reacts with proteases
released into the external media, thus assessing the protease activity of compromised cells.
Glycyl-phenylalanyl-amino-fluorocoumerin (GF-AFC) is one of the substrates most often used
for marking viable cells [133] (i). This method is more sensitive, less time consuming and not as toxic
as, for example, tetrazolium reduction assays. Therefore, it is becoming more common. Additionally,
the fact that this assay can be used in combination with other assays is a big advantage over other
methods. GC-AFC enters viable cells where it is transformed by cytoplasmic aminopeptidase and
aminofluorocoumarin (AFC) is released, generating a fluorescent signal, proportional to the number of
viable cells. GF-AFC is usually prepared in a neutral buffer and the generated fluorescence, which
corresponds to the viability, can be measure in a fluorometer with 380–400 nm excitation source/505 nm
emission filter set [134].
For measuring the cytotoxic effects (ii), using the protease activity, for example,
bis-Ala-Ala-Phe-R110 (AAF-R110) can be used as substrate. This substrate is not able to enter the cells,
reacting only with proteases present in the external media, which have been released into the media by
dead cells. As in the GF-AFC assay, the substrate is cleaved by proteases which leads to a fluorescent
signal (rhodamine 110–R110). This fluorescence can be measured by a fluorometer at 485 nm excitation
and 520–530 nm emission filters [135].
As referred to above, the GF-ACF assay can be used in multiplex with other assays. In fact,
cell cytotoxicity can be measured, through the AAF-R110 assay, together with the viability AFC
fluorescence assay to have a more complete range of results [133,134].
2.4.5. Clonogenic Cell Survival Assay
Clonogenic cell survival assay was initially developed for screening the effects of radiation in
mammalian cells, but nowadays it is used as a tool for studying the effect of compounds on tumour
cells. A cell is considered clonogenic if it maintains its ability to proliferate indefinitely and to form
a clone or colony. If a cell is able to form a visible colony to the naked eye that means that it has
maintained its capacity to proliferate [136]. The loss of reproductive integrity can be related to the
antitumor capacity of compounds by a dose-survival curve [137].
This assay consists in plating a known number of cells after treatment, allowing them to settle
and grow, staining them, and counting the cells that survived and started a colony. This is measured in
plating efficiency (the percentage of cells seeded into a plate that formed a colony/clone). Colonies that
appear to have damage in the nucleus or that are only formed of one or two cells should be considered
dead, as they are not able to reproduce indefinitely [137,138].
2.4.6. DNA Synthesis Cell Proliferation Assay
The absence of cell proliferation can reflect the toxic effect of a compound in a cell population
and, therefore, assessing it can be useful when testing new anticancer molecules. One of the most
reliable and accurate proliferation assays is measurement of DNA synthesized in the presence of
a label. Traditional cell proliferation assays involve thymidine analogues, by incubating cells with
3H-thymidine. Proliferating cells incorporate the radioactive label into their newly synthesized DNA,
which can be measured using a scintillation counter, comparing the division of treated cells with
the control [139,140]. Downsides of this method are the excessive length of the experiment and the
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impossibility for the method to be performed in vivo, only in vitro or ex vivo, and that no further
studies can be done with the cells. Furthermore, nowadays, the use of radioactive materials is
avoided and another protocol, using 5-bromo-2′-deoxyuridine (BrdU), also a thymidine analogue,
is usually performed. BrdU is also incorporated into newly synthetized DNA and is detected by
BrdU-specific antibody, sometimes followed by a secondary antibody as a reporter, before it can be
measured as a colorimetric, chemiluminescent or fluorescent reporter signal. This assay is suitable
for immunohistochemistry, immunocytochemistry, in-cell ELISAs, flow cytometry analysis and HTS.
Besides avoiding the use of radioactivity, the advantages of this method are the possibility of recovering
the DNA through the antibody with posterior use not only in vitro but also in vivo. The use in
live animals can be done by the addition of BrdU into the water or upon injection, and, since it is
incorporated in the DNA, it can persist for a few months. Moreover, if other stains are used it is
possible to select a specific type of cell to be studied. Disadvantages of these two assays are their
endpoint assays nature and their incapacity to identify cells that divided more than once [140].
Other commercial reagents are usually applied for quantifying DNA, such as PicoGreenTM
(Molecular Probes, Eugene, OR, USA), which quantifies double-stranded DNA. This assay is very
sensitive and can be measured using a standard fluorometer or a microplate reader.
In addition to these classic methods, the tendency in drug discovery in oncology is the use of
more complex cell-based models such as 3D cultures and microfluidic systems, which are addressed in
Section 3, Future Trends.
Numerous studies have reported MNPs showing anticancer activities, which were reviewed
by Chen et al. [141]. In fact, several MNPs for cancer treatment were also tested in human clinical
trials, such as soblidotin, girolline, aplidine, discodermolide, sarcodictyin, thiocoraline, ascididemnin,
manoalide, or even didemnin, which was the first MNP analysed in human clinical trials [142].
2.5. Neuroprotectors
Neurodegenerative diseases (NDs) comprise a collection of disorders with chronic and progressive
loss of neural function, manifesting a large variety of clinical symptoms depending on the population
of neurons affected. The etiology of neurodegeneration is quite heterogeneous [143]. The most
common NDs are Alzheimer’s disease (AD) and Parkinson’s disease (PD), affecting millions of people
worldwide. One of the main problems to find a cure is the incomplete understanding of the molecular
mechanisms underlying neurodegeneration which results in a general lack of well-validated targets.
Consequently, the main goal is to discover the complete molecular mechanisms of the diseases and,
therefore, to discover new targets. Nowadays, drug discovery for NDs is focused on identifying
symptomatic or disease-modifying molecules which, even if they do not cure the disease, at least
delay or halt disease progression. In fact, few treatments are available for NDs and most of them
only control the symptoms in the early phases of the disease. Examples are donepezil, which controls
dementia for a short period of time in AD patients [144], and levodopa for PD patients. Additionally,
another obstacle in translating drug discovery to clinical treatment for NDs is the need for the active
compounds to cross the blood-brain barrier (BBB).
Target-directed and phenotypic drug discovery screens have been broadly used for drug discovery
but in the case of NDs, modulating a single gene target may not always be the best disease
model and the active molecules barely have a therapeutic impact, especially for NDs with complex
mechanisms [145]. Blocking a single pharmaceutical target with a high-affinity drug is, in theory,
the best approach to identifying an effective drug candidate, because it minimizes undesirable side
effects. However, this is not always true, since the drug targets are likely to have additional biological
functions required for normal functions, thereby leading to toxicities. Another disadvantage is the
possibility of occurrence of false positives in protein-target screenings with, for instance, plant-derived
natural products due to the abundance of hydrophobic small molecules such as polyphenolics, as
they can bind nonspecifically to some protein targets because of their “sticky” nature. Anyway, both
approaches are used for NDs drug discovery.
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In AD, target-based approaches have limited success since the majority of the screenings are focused
on the development of high-affinity novel compounds that can potentially inhibit known AD targets
related to amyloid cascade hypothesis [146]. The central player in this approach is amyloid beta (Aβ)
regarding its formation, fibrillization, aggregation and the formation of the senile plaques as well as the
factors that control and contribute to these processes, such as secretases [147]. Twenty-five years after
the enunciation of amyloid cascade hypothesis [148], no drugs working efficiently against AD have been
discovered. Another key factor of AD is tau hyperphosphorylation [149] and some screenings aimed at
preventing this phosphorylation have been unsuccessful. Despite the time elapsed since the discovery and
the small degree of success, several “pharmas” continue with these approaches. Another target used for
AD is acetylcholinesterase (AchE) [150]. Decline in cholinergic activity in the brain of Alzheimer patients
is associated with cognitive decline and several of the AD drugs currently on the market are targeting this
dysfunction (galantamine, rivastigmine, etc.). One marine-derived compound, 4-acetoxy-plakinamine B,
isolated from the Thai sponge Corticium sp., was reported to inhibit AChE [151].
Similarly, PD is characterized by a key pathology of intracellular Lewy bodies composed of
α-synuclein [152] and the loss of dopaminergic function [153]. Although the function of α-synuclein
has not been fully elucidated, several studies have suggested that α-synuclein accumulation induces
dysfunction of neurons and α-synuclein has been the target of some high-throughput screenings, along
with the search for dopamine agonist.
On the other hand, the previous successes of phenotypic screens in Central Nervous System (CNS)
diseases were serendipitous findings or discovered through animal tests, with limited throughput.
Nowadays, the accumulated knowledge on the biological pathways involved in the neurodegeneration
process shows that multiple neurodegenerative diseases have many features in common, including
mitochondrial dysfunction, abnormalities in protein degradation pathways, axonal transport defects,
and the ultimate induction of cell death pathways. This knowledge, together with the great
advance on screening technologies, has contributed to develop phenotypic screenings with higher
throughput in cellular, organotypic or small animal models (e.g., Caenorhabditis elegans, Drosophila, and
zebrafish) [154,155]. These screens provide the opportunity to identify molecules that can modulate
the biological pathways related to disease progression in ND.
There are three major phenotypic screening strategies: Stress reduction; Neuroprotection;
and Regeneration.
2.5.1. Stress Reduction
The aim of this approach is to eliminate the stresses or toxins that cause neurodegeneration. The
hypothesis is that by reducing the stress/toxin levels in the cells or in the surrounding environment,
the affected neurons will be able to self-recover and recuperate functions. Therefore, reduction of
stress levels is the primary endpoint. An example of this approach is the screening for drugs for
Huntington’s disease (HD). HD is caused by autosomal dominant mutation of the Huntington gene (Htt),
characterized by the expansion of CAG triplet repeats. The mutant Htt is prone to aggregation, and
generates intranuclear inclusions in striatal medium spiny neurons, causing cell death [156]. Based on
this phenotype, a high-throughput assay was designed to quantify intracellular Htt aggregates in PC12
cells expressing mutant Htt [157]. In the case of AD, the pathological hallmarks are amyloid plaques
composed of Aβ peptides and intracellular neurofibrillary tangles composed of hyperphosphorylated
stabilizing microtubules tau proteins, so phenotypic screens have been done to seek for compounds that
reduce Aβ or tau levels, using an established cell line that secretes Aβ [158] or overexpresses tau [159].
The MNPs glycine betaine derived from diverse marine organisms such as the red alga Ceratodictyon
spongiosum, and the mollusca Patella vulgate, was reported for the reduction of tau hyperphosphorylation
and Aβ deposition by inhibiting BACE1 [160]. In the case of PD, which is characterized by progressive
degeneration of dopaminergic neurons in the substantia nigra, the loss of dopaminergic neurons results
in diminished dopaminergic stimulation, causing motor dysfunction. Therefore, agents that improve
degeneration of neurons are actively sought to modify disease progression and provide clinical benefit. In
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the case of the marine-derived compound, 11-dehydrosinulariolide, isolated from the cultured soft coral
Sinularia flexibilis, it was reported the protection over an in vitro PD model in human neuroblastoma cells
against 6-hydroxydopamine-induced cytotoxicity [161].
Other than typical pathological hallmarks, phenotypic screening are useful for searching
compounds with antioxidative [162] and anti-neuroinflammatory properties [163]. Antioxidative
properties are easily assayed in HTS formats measuring the reactive oxygen species (ROS) formed in
cell-based assays [164] or in chemical assays such as the α, α-diphenyl-β-picrylhydrazyl (DPPH) free
radical scavenging method [165] and oxygen radical absorbance capacity (ORAC) method [166]. One
marine-derived antioxidant, NP7, has been reported to be a potent free radical scavenging agent and
to protect neuronal and glial cultures from H2O2-induced cell death [167].
On the other hand, neuroinflammation is characterized by glia cell activation, peripheral lymphocyte
infiltration and increased proinflammatory cytokine levels [168]. Using a microglia-like cell line BV-2
or similar, compounds with anti-inflammatory properties can be screened against lipopolysaccharide
(LPS)–induced nitric oxide production, tumour necrosis factor–α and interleukin-1β [163].
2.5.2. Neuroprotection
Neuroprotection is designed to look for molecules that directly protect the neurons against
disease-relevant insults. Protection of cell death is the primary endpoint for these screens. This
approach works only in dysfunctional neurons that can still be rescued from disease before
neuronal damage becomes irreversible. Therefore, neuroprotection is another important strategy
for preserving the remaining functional neurons in a maximal way and slowing down the disease
progression. An example of drug discover for AD is screening compounds that avoid the in vitro
neuron damage triggered by extracellular Aβ [169]. In the case of PD, cell culture is treated with
1-methyl-4-phenylpyridinium (MPP+), which can specifically induce dopaminergic neuron death [170],
or with rotenone which triggers mitochondrial dysfunction [171]. One marine-derived compound,
Secalonic acid A, present in marine fungi such as Aspergillus ochraceus and Paecilomyces sp., protects
against MPP+-induced neurotoxicity in cell line models [172]. Other properties of the compounds
tested are assayed in throughput screens using cell-imaging techniques such as high-content screening
(HCS) that has been widely applied to monitor neuronal-specific changes, such as neurite length,
branching, or synapse formation [173].
Cell-based assays may not be sufficient to represent all the aspects of the disease, so organotypic
culture, organoids and animal models are used as secondary assays to confirm hits from primary
assays. These models offer a much more physiological environment for studying the interaction of
different cell types, tissues and systemic factors. For example, zebrafish, a small vertebrate, is used as
a model for Parkinson’s disease when treated with 1-methyl-4-phenylpyridinium (MPP+) [174].
2.5.3. Regeneration
Regeneration seeks compounds that promote neurogenesis through differentiation of neural stem
cells into neural network [175]. Neural progenitor cells (NPCs) from rodent brains provide an available
source of cells for neurogenesis screens [176]. In the last few years, the advance of induced pluripotent
stem cells (iPSC) technology has made it possible to obtain NPC cell lines from iPSC reprogrammed
from healthy or patient cells such as fibroblasts, opening a new field of research [177].
In conclusion, because most NDs must be considered as multifactorial diseases, the therapies
will gain in potency if combined with multitarget treatments. Therefore, screening strategies should
combine phenotypic and target-based approaches to increase the likelihood of success. Furthermore,
the phenotypic screening strategies could potentially reveal new drug pathway relationships and
specific molecular targets that may lead to new disease targets in NDs which could be used in future
combined screening projects.
Table 1 summarizes, for the different screening methods, the respective advantages
and disadvantages.
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Table 1. Different screening methods and their respective advantages and disadvantages.
Method
Advantages Disadvantages
Antibacterial and antifungal screening
Agar disk-diffusion method and variations
• Simple, low cost
• High performance
• Only qualitative results
• Not all fastidious bacteria can be tested
Poisoned food method
• Useful for evaluating antifungal effects
• Quantitative and qualitative results • Poor performance
Thin-layer chromatography (TLC)-bioautography
• Simple, low cost
• Suitable for bioactivity-guided fractionation • Poor efficiency for water-insoluble compounds
Dilution method
• Easy interpretation
• Quantitative results, suitable for MIC calculation
• Appropriated for fastidious or non-fastidious bacteria, yeast and filamentous fungi
• Labor-intensive and time consuming
• Poor efficiency for water-insoluble compounds
Time-kill test
• Suitable for determining synergism or antagonism between bactericidal or fungicidal drugs
• Useful for determining the time- and concentration-dependent antimicrobial effect
• Interlaboratory variability
• Labor-intensive and time consuming
ATP bioluminescence assay
• Fast, especially for antimycobacterial
• Quantitative results
• Suitable for testing in vivo
• Expensive technique
• Requires specialized equipment
Flow cytometry
• Provide more information: detect antimicrobial resistance and target cell damage
• Fast • Requires specialized equipment
Antibiofilm and antiquorum-sensing screening
Colorimetric-based assays
• Useful to assess the total biomass within a biofilm
• Highly accurate for large amounts of biofilm
• Indirect measurement
• High detection limit
• No differentiation between dead and live cells
Laser confocal microscopy
• Direct measurement of biofilms
• 3D representation of biofilms
• Fluorophores are required
• Reporter molecules are limited
• Fluorophores interference with biofilm
• Auto-fluorescence might mask fluorophores’ signal
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Disc diffusion assay
• Simple, low cost
• Efficient
• Qualitative results only
• Requires specific indicator strains
Flask incubation assay
• Simple, low cost
• Quantitative results
• Requires specific indicator strains
• Indirect measurement
Quorum quenching assay
• Simple, low cost
• Efficient
• Qualitative results
• Requires specific indicator mutated strains
Anti-tropical diseases screening
Kinetoplastid parasites
Target-based screening
• High performance assays (HTS)
• Very few fully validated drug targets
• Additional screening is needed for avoiding
off-target effects
Phenotypic screening
• High performance assays (HTS) and high-content imaging (HCS) in some parasite stages
• Complex life cycles challenging to reproduce
in laboratory
• Effectiveness in one parasitic stage does not
guarantee the in vivo effect
Helminths
Target-based screening
• High performance assays (HTS)
• Very few fully validated drug targets
• Additional screening is needed for avoiding
off-target effects
Phenotypic screening
• Use of C. elegans (nonparasitic specie) as model
• High-content imaging (HCS) in larvae
• Few screening campaigns to date
• Complex life cycles challenging to reproduce
in laboratory
• Effectiveness in one parasitic stage does not
guarantee the in vivo effect
Malaria
Target-based screening
• High performance assays (HTS)
• Very few fully validated drug targets
• Additional screening is needed for avoiding
off-target effects
Phenotypic screening
• Different methods developed for the different stages of life cycle: asexual erythrocytic-stage, liver
stage, gametocyte
• Improvement in more physiologic in vitro human liver platforms
• High-content imaging techniques
• Complex life cycles challenging to reproduce
in laboratory
• Effectiveness in one parasitic stage does not
guarantee the in vivo effect
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Table 1. Cont.
Anticancer screening
Stained viable cells assay
• Less expensive than other anticancer screening methods
• Quantitative results that are independent of the dye enzymatic conversion • Indirect measurement
Dye exclusion assay
• Inexpensive
• Indirect measurement
• Time consuming
• User biased
• Low precision
Methods based on metabolic activity
• Suitable for HTS (MTT assays)
• Not cytotoxic for cells (Resazurin assay)
• High sensitivity (ATP content assay)
• Quantitative results
• Indirect measurement
• Labor-intensive and time consuming
Protease viability marker assay
• Can be used in multiplex
• High sensitivity
• Not toxic
• Quantitative results
• Indirect measurement
Clonogenic cell survival assay
• Highly precise results
• Quantitative results
• Time consuming
• Only applicable to tumour cells that grow in culture
DNA synthesis cell proliferation assay
• Highly accurate and reliable
• Suitable for HTS
• Quantitative results
• Use of radioactive labels
• Time-consuming protocol
Neuroprotectors screening
Stress reduction assays
• Allows mimics in vitro some features of neurodegenerative diseases
• Suitable for the combination of target-based and phenotypic screening
• High performance assays (HTS) and high-content imaging (HCS)
• Too much simplification of the diseases
Neuroprotection assays
• Allows mimics in vitro some features of neurodegenerative diseases
• Suitable for the combination of target-based and phenotypic screening
• High performance assays (HTS) and high-content imaging (HCS)
• Too much simplification of the diseases
Regeneration assays
• More physiologic cellular models
• High-content imaging (HCS) • Challenging techniques and specialized equipment
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3. Future Trends
The periodic emergence of infections and antimicrobial resistance makes new disease-relevant
cell-based phenotypic assay methodologies necessary to enhance the knowledge of the dynamics of
host–pathogen interactions in their natural environment and the development of new therapies. In
addition, even though there have been many notable drug discovery and development achievements
in recent years, several disease areas such as neurodegeneration and aggressive cancers remain largely
intractable. This failure can be attributed, in part, to our limited understanding of the targets of diseases
and to a lack of robust disease-relevant screening methods that mimic the key pathophysiological
features of the human disease. Therefore, current efforts should be directed towards the development
of new models, new assay formats and innovative screening technologies that better summarize
in vivo physiology [178].
While all the early drugs were discovered by phenotypic screening, the past three decades have
given rise to new technologies for making large chemical libraries (combinatorial chemistry) and
high-throughput screening (robotics) that have since dominated the pharmaceutical industry. Future
trends in drug discovery and development includes systematic computational analyses mimicking
ecosystems of the pathogens and patient-derived cell cultures, induced pluripotent stem cell (iPSC)
technology, three-dimensional co-culture, organotypic systems, advances in cell imaging, microfluidics,
nanotechnologies and gene editing technologies.
Among the computational systems used for drug discovery, dynamic combinatorial chemistry
(DCC) is a powerful tool for hit identification and optimization for the discovery of binders to DNA,
RNA and protein targets, including biological macromolecular targets as receptors [179]. The DCC
technique involves the generation of a library of compounds by reversible reaction of different
building blocks. The main advantage of DCC is that several potential ligands for a protein can
be screened simultaneously, avoiding the individual synthesis of every compound. This emerging
technology has been used for bacterial targets [180] and cancer targets such as VEGFR [181]. Another
strategy is the use of drug repositioning, which is a process of discovering a new therapeutic use for
existing drugs, allowing the prediction of novel targets and therapeutic indications [182]. The virtual
access to a large number of compounds and data relating to the target disease and informatics-based
approaches can complement and further facilitate drug repositioning efforts more systematically than
the experimental approaches. The key objective of the computational approach is to identify novel
drug–disease connections using several computational methods, such as the transcriptomic or genome
wide association studies (GWAS). In the case of transcriptomic approach, gene expression profiles
serve as a regulatory “signature” consisting of genes either up- or down-regulated in the disease state
compared with unaffected controls. This approach is based on the “connectivity map” project, which
first built a database of gene expression profiles associated with a number of reference drugs [183]. The
in silico comparison of these disease signatures with drug-specific signatures can enable the prediction
of new indications for a particular drug. Secondly, GWAS reveal new information regarding the
association of specific genomic variations with complex trait human diseases, determining a subset of
genes considered to be “drug targets” based on the druggability of each gene product and predicting
new targets [184].
A way to develop more physiological infectious disease models is to mimic as closely as possible
the in vivo ecosystems of the pathogens when infecting the host, to identify drugs that might boost
the host defense mechanisms or act directly in the pathogenic stage of the microorganism. Many
pathogens have been studied in animal models such as Drosophila melanogaster, Caenorhabditis elegans
or Danio rerio (zebrafish) but unfortunately, they do not mimic properly the human response. There are
emergent models using synthetic microtissues that overcome the drawbacks of these animal models,
such as the human gut-on-a-chip [185].
Patient-derived cell cultures offer a more clinically relevant model for testing novel gene and
cell-based therapies. These models are decidedly valuable in cancer research, where highly selective
drugs targeted at genetically defined clinical subtypes are needed to support a more patient-centric
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approach to drug development [186]. Potential drugs have been tested against patient-derived primary
cancer subtypes for various cancers, with promising results in glioblastoma [187] and leukemia [188].
The problem is that the in vitro cell culture conditions modify cells over time, losing the expression
of markers or enriching specific cell populations. One solution for that is to use primary ex vivo cell
cultures, which is difficult for an extensive research, or to use living organoid biobanks, which consist
of a rapidly growing collection of organoids from patients with various forms of cancer that closely
recapitulate several properties of the original tumour [189].
However, the availability of the relevant tissue and the scaling-up of the cultures for HTS are
limiting factors, even most notably in the field of neurodegenerative disease research. A solution to
this handicap came with iPSC technology, where the expression “disease in a dish” was coined [190].
These cells represent normal primary cells with a fairly stable genotype and with the capacity for
self-renewal, facilitating their expansion for drug screening [191]. Another advantage of iPSC is that
it can be reprogrammed into many different tissue-specific cell types and, even so, their genome
can be edited, making them an excellent model for linking phenotype to genotype. The emerging
genome-editing technology of CRISPR-Cas9 (clustered regularly interspaced short palindromic repeats
and CRISPR-associated protein 9) [192], which is more efficient, faster and cheaper than previous
editing tools, has been used to efficiently modify endogenous genes and organisms, leading to further
opportunity to generate genetically defined disease cell-based assay models [193].
Another trend to obtain more physiological disease models is the use of 3D cell cultures. Culturing
cells in 3D environments promotes the formation of multicellular tissues with proper cell–cell and
cell–matrix interactions necessary for full functionality. Natural and synthetic biomaterials and
nanomaterials are utilized to build 3D cultures, also designated as spheroids, providing a robust
architecture in 96- and 384-well format. This technology is being successfully applied in cancer
models [194], although the culture medium and the materials used still need to be improved.
Coupled with 3D cultures are the high-content imaging systems which have entailed huge advances
in microscopy and image-informatics solutions [195]. Image acquisition using robotic fluorescent
microscopy and automated image analysis has become an essential tool in early drug discovery
programs. High-content cellular imaging has increasingly met the challenges of high-throughput
needs and facilitates the integration of disease-relevant models and screens at early stages of the
drug discovery process [196]. Together with quantitative fluorescence readouts in cell-based assays,
non-invasive, label-free imaging techniques have recently emerged which satisfy the requirements
of minimal cell manipulation, such as light sheet fluorescence microscopy (LSFM), that enable the
analyses of many samples [197].
One step further is the organ-on-a-chip that is still under development. This technology is
essentially a miniaturized microfluidic perfusion system which allows long-term in vitro growth of
primary cells and tissues in a format viable for scaling up for high-throughput discovery campaigns.
These systems model the complex tissue microenvironment and communication, reproducing in vivo
tissue and organ functionality. One example reported by Maschmeyer et al. [198] is a four organ-chip
system that mimics human liver, skin, intestines and kidneys. Furthermore, the use of microfluidic
perfusion chambers in these systems permits the homeostatic function of the organ as if it were the
blood flow, supplying nutrients and discharging catabolic metabolites [199].
In conclusion, great advances have been made in technologies to enable more precise and
physiological models of diseases, increasing automatization, throughput and data management.
Nonetheless, knowledge of the molecular basis of untreated diseases, new targets, the functional
biological and physiological-based assay systems, and more predictive in vitro models are needed to
achieve greater clinical relevance of the drugs discovered.
Author Contributions: Conceptualization, O.M.L., V.V. and F.V.; Writing-Original Draft Preparation, O.M.L.,
M.C.R., R.C., E.A. and F.V.; Writing-Review & Editing, O.M.L., M.C.R., R.C. and F.V.; Supervision, O.M.L.; Funding
Acquisition, V.V.
Funding: This work was funded by the H2020-TWINN-2015 project BLUEandGREEN (grant 692419).
Mar. Drugs 2018, 16, 279 22 of 31
Acknowledgments: We acknowledge the FCT Project UID/Multi/04423/2013 and the Interreg Atlantic Area
project BLUEHUMAN (EAPA_151/2016) funded by the European Regional Development Fund.
Conflicts of Interest: The authors declare no conflict of interests.
References
1. Jones Alan, W. Early drug discovery and the rise of pharmaceutical chemistry. Drug Test. Anal. 2011, 3,
337–344. [CrossRef] [PubMed]
2. Dias, D.A.; Urban, S.; Roessner, U. A Historical Overview of Natural Products in Drug Discovery. Metabolites
2012, 2, 303–336. [CrossRef] [PubMed]
3. Huang, X.; Kong, L.; Li, X.; Chen, X.; Guo, M.; Zou, H. Strategy for analysis and screening of bioactive
compounds in traditional Chinese medicines. J. Chromatogr. B 2004, 812, 71–84. [CrossRef]
4. Singh, R.; Kumar, M.; Mittal, A.; Mehta, P.K. Microbial enzymes: Industrial progress in 21st century. 3 Biotech
2016, 6, 174. [CrossRef] [PubMed]
5. Chauhan, J.; Luthra, T.; Gundla, R.; Ferraro, A.; Holzgrabe, U.; Sen, S. A diversity oriented synthesis of
natural product inspired molecular libraries. Org. Biomol. Chem. 2017, 15, 9108–9120. [CrossRef] [PubMed]
6. Baker, D.D.; Chu, M.; Oza, U.; Rajgarhia, V. The value of natural products to future pharmaceutical discovery.
Nat. Prod. Rep. 2007, 24, 1225–1244. [CrossRef] [PubMed]
7. Bade, R.; Chan, H.-F.; Reynisson, J. Characteristics of known drug space. Natural products, their derivatives
and synthetic drugs. Eur. J. Med. Chem. 2010, 45, 5646–5652. [CrossRef] [PubMed]
8. Mayer, A.M.; Nguyen, M.; Kalwajtys, P.; Kerns, H.; Newman, D.J.; Glaser, K.B. The Marine Pharmacology
and Pharmaceuticals Pipeline in 2016. FASEB J. 2017, 31, 818.1.
9. Blunt, J.W.; Carroll, A.R.; Copp, B.R.; Davis, R.A.; Keyzers, R.A.; Prinsep, M.R. Marine natural products.
Nat. Prod. Rep. 2018, 35, 8–53. [CrossRef] [PubMed]
10. Hu, Y.; Chen, J.; Hu, G.; Yu, J.; Zhu, X.; Lin, Y.; Chen, S.; Yuan, J. Statistical Research on the Bioactivity of New
Marine Natural Products Discovered during the 28 Years from 1985 to 2012. Mar. Drugs 2015, 13, 202–221.
[CrossRef] [PubMed]
11. Blunt, J.W.; Copp, B.R.; Keyzers, R.A.; Munro, M.H.G.; Prinsep, M.R. Marine natural products. Nat. Prod. Rep.
2017, 34, 235–294. [CrossRef] [PubMed]
12. Mayer, A.M.S.; Rodríguez, A.D.; Berlinck, R.G.S.; Fusetani, N. Marine pharmacology in 2007–8: Marine
compounds with antibacterial, anticoagulant, antifungal, anti-inflammatory, antimalarial, antiprotozoal,
antituberculosis, and antiviral activities; affecting the immune and nervous system, and other miscellaneous
mechanisms of action. Comp. Biochem. Physiol. Part C Toxicol. Pharmacol. 2011, 153, 191–222.
13. Lee, J.A.; Uhlik, M.T.; Moxham, C.M.; Tomandl, D.; Sall, D.J. Modern Phenotypic Drug Discovery Is a Viable,
Neoclassic Pharma Strategy. J. Med. Chem. 2012, 55, 4527–4538. [CrossRef] [PubMed]
14. Horman, S.R. Complex High-Content Phenotypic Screening. In Special Topics in Drug Discovery; InTech:
Rijeka, Croatia, 2016.
15. Wheeler, G.; Field, R.; Tomlinson, M. Phenotypic screens with model organisms. In Chemical Genomics;
Press, C.U., Ed.; Cambridge University Press: New York, NY, USA, 2012; pp. 121–136.
16. Vasaikar, S.; Bhatia, P.; Bhatia, P.G.; Chu Yaiw, K. Complementary Approaches to Existing Target Based Drug
Discovery for Identifying Novel Drug Targets. Biomedicines 2016, 4, 27. [CrossRef] [PubMed]
17. Swinney, D.C.; Anthony, J. How were new medicines discovered? Nat. Rev. Drug Discov. 2011, 10, 507–519.
[CrossRef] [PubMed]
18. Newman, D.J.; Cragg, G.M. Natural products as Sources of New Drugs over the 30 Years from 1981 to 2010.
J. Nat. Prod. 2012, 75, 311–335. [CrossRef] [PubMed]
19. Pfaller, M.A.; Sheehan, D.J.; Rex, J.H. Determination of Fungicidal Activities against Yeasts and Molds:
Lessons Learned from Bactericidal Testing and the Need for Standardization. Clin. Microbiol. Rev. 2004, 17,
268–280. [CrossRef] [PubMed]
20. National Academies of Sciences Engineering Medicine. Combating Antimicrobial Resistance: A One Health
Approach to a Global Threat: Proceedings of a Workshop; The National Academies Press: Washington, DC, USA,
2017; p. 172.
Mar. Drugs 2018, 16, 279 23 of 31
21. McCarthy, M.W.; Kontoyiannis, D.P.; Cornely, O.A.; Perfect, J.R.; Walsh, T.J. Novel Agents and Drug Targets
to Meet the Challenges of Resistant Fungi. J. Infectious Dis. 2017, 216 (Suppl. 3), S474–S483. [CrossRef]
[PubMed]
22. Singh, N.; Yeh, P.J. Suppressive drug combinations and their potential to combat antibiotic resistance.
J. Antibiot. 2017, 70, 1033. [CrossRef] [PubMed]
23. Molina-Santiago, C.; de Vicente, A.; Romero, D. The race for antimicrobials in the multidrug resistance era.
Microb. Biotechnol. 2017. [CrossRef] [PubMed]
24. Grimwade, J.E.; Leonard, A.C. Targeting the Bacterial Orisome in the Search for New Antibiotics.
Front. Microbiol. 2017, 8, 2352. [CrossRef] [PubMed]
25. Choudhary, A.; Naughton, M.L.; Montánchez, I.; Dobson, D.A.; Rai, K.D. Current Status and Future Prospects
of Marine Natural Products (MNPs) as Antimicrobials. Mar. Drugs 2017, 15, 272. [CrossRef] [PubMed]
26. Gakuubi, M.M.; Maina, A.W.; Wagacha, J.M. Antifungal Activity of Essential Oil of Eucalyptus camaldulensis
Dehnh. against Selected Fusarium spp. Int. J. Microbiol. 2017, 2017, 8761610. [CrossRef] [PubMed]
27. Heatley, N.G. A method for the assay of penicillin. Biochem. J. 1944, 38, 61–65. [CrossRef] [PubMed]
28. CLSI. CLSI document M02-A11. In Performance Standards for Antimicrobial Disk Susceptibility Tests, Approved
Standard, 7th ed.; Clinical and Laboratory Standards Institute: Wayne, PA, USA, 2012.
29. Reller, L.B.; Weinstein, M.; Jorgensen, J.H.; Ferraro, M.J. Antimicrobial Susceptibility Testing: A Review of
General Principles and Contemporary Practices. Clin. Infect. Dis. 2009, 49, 1749–1755.
30. Magaldi, S.; Mata-Essayag, S.; Hartung de Capriles, C.; Perez, C.; Colella, M.T.; Olaizola, C.; Ontiveros, Y.
Well diffusion for antifungal susceptibility testing. Int. J. Infect. Dis. 2004, 8, 39–45. [CrossRef] [PubMed]
31. Valgas, C.; Souza, S.M.D.; Smânia, E.F.A.; Smânia, A., Jr. Screening methods to determine antibacterial
activity of natural products. Braz. J. Microbiol. 2007, 38, 369–380. [CrossRef]
32. Baker, C.N.; Stocker, S.A.; Culver, D.H.; Thornsberry, C. Comparison of the E Test to agar dilution, broth
microdilution, and agar diffusion susceptibility testing techniques by using a special challenge set of bacteria.
J. Clin. Microbiol. 1991, 29, 533–538. [PubMed]
33. White, R.L.; Burgess, D.S.; Manduru, M.; Bosso, J.A. Comparison of three different in vitro methods of
detecting synergy: Time-kill, checkerboard, and E test. Antimicrob. Agents Chemother. 1996, 40, 1914–1918.
[PubMed]
34. Li, W.-R.; Shi, Q.-S.; Dai, H.-Q.; Liang, Q.; Xie, X.-B.; Huang, X.-M.; Zhao, G.-Z.; Zhang, L.-X. Antifungal
activity, kinetics and molecular mechanism of action of garlic oil against Candida albicans. Sci. Rep. 2016, 6,
22805. [CrossRef] [PubMed]
35. Goodall, R.R.; Levi, A.A. A Microchromatographic Method for the Detection and Approximate
Determination of the Different Penicillins in a Mixture. Nature 1946, 158, 675. [CrossRef] [PubMed]
36. Horváth, G.; Jámbor, N.; Végh, A.; Böszörményi, A.; Lemberkovics, É.; Héthelyi, É.; Kovács, K.; Kocsis, B.
Antimicrobial activity of essential oils: The possibilities of TLC–bioautography. Flavour Fragr. J. 2010, 25,
178–182. [CrossRef]
37. Dewanjee, S.; Gangopadhyay, M.; Bhattacharya, N.; Khanra, R.; Dua, T.K. Bioautography and its scope in the
field of natural product chemistry. J. Pharm. Anal. 2015, 5, 75–84. [CrossRef] [PubMed]
38. Favre-Godal, Q.; Queiroz, E.F.; Wolfender, J.L. Latest developments in assessing antifungal activity using
TLC-bioautography: A review. J. AOAC Int. 2013, 96, 1175–1188. [CrossRef] [PubMed]
39. Homans, A.L.; Fuchs, A. Direct bioautography on thin-layer chromatograms as a method for detecting
fungitoxic substances. J. Chromatogr. A 1970, 51, 327–329. [CrossRef]
40. Hamburger, M.O.; Cordell, G.A. A Direct Bioautographic TLC Assay for Compounds Possessing
Antibacterial Activity. J. Nat. Prod. 1987, 50, 19–22. [CrossRef] [PubMed]
41. Marston, A. Thin-layer chromatography with biological detection in phytochemistry. J. Chromatogr. A 2011,
1218, 2676–2683. [CrossRef] [PubMed]
42. Choma, I.M.; Grzelak, E.M. Bioautography detection in thin-layer chromatography. J. Chromatogr. A 2011,
1218, 2684–2691. [CrossRef] [PubMed]
43. Hockett, K.L.; Baltrus, D.A. Use of the Soft-agar Overlay Technique to Screen for Bacterially Produced
Inhibitory Compounds. J. Vis. Exp. JoVE 2017, 55064. [CrossRef] [PubMed]
44. Fang, W.; Wang, J.; Wang, J.; Shi, L.; Li, K.; Lin, X.; Min, Y.; Yang, B.; Tang, L.; Liu, Y.; et al. Cytotoxic
and Antibacterial Eremophilane Sesquiterpenes from the Marine-Derived Fungus Cochliobolus lunatus
SCSIO41401. J. Nat. Prod. 2018, 81, 1405–1410. [CrossRef] [PubMed]
Mar. Drugs 2018, 16, 279 24 of 31
45. Monteiro, M.C.; de la Cruz, M.; Cantizani, J.; Moreno, C.; Tormo, J.R.; Mellado, E.; De Lucas, J.R.; Asensio, F.;
Valiante, V.; Brakhage, A.A.; et al. A New Approach to Drug Discovery: High-Throughput Screening of
Microbial Natural Extracts against Aspergillus fumigatus Using Resazurin. J. Biomol. Screen. 2012, 17,
542–549. [CrossRef] [PubMed]
46. CLSI. CLSI document M45-A2. In Methods for Antimicrobial Dilution and Disk Susceptibility of Infrequently
Isolated or Fastidious Bacteria, Approved Guideline, 2nd ed.; Clinical and Laboratory Standards Institute: Wayne,
PA, USA, 2010.
47. Klepser, M.E.; Ernst, E.J.; Lewis, R.E.; Ernst, M.E.; Pfaller, M.A. Influence of Test Conditions on Antifungal
Time-Kill Curve Results: Proposal for Standardized Methods. Antimicrob. Agents Chemother. 1998, 42,
1207–1212. [PubMed]
48. CLSI. CLSI document M26-A. In Methods for Determining Bactericidal Activity of Antimicrobial Agents. Approved
Guideline; Clinical and Laboratory Standards Institute: Wayne, PA, USA, 1998.
49. Beckers, B.; Lang, H.R.M.; Schimke, D.; Lammers, A. Evaluation of a bioluminescence assay for rapid
antimicrobial susceptibility testing of mycobacteria. Eur. J. Clin. Microbiol. 1985, 4, 556–561. [CrossRef]
[PubMed]
50. Paparella, A.; Taccogna, L.; Aguzzi, I.; Lòpez, C.; Serio, A.; Marsilio, F.; Suzzi, G. Flow cytometric assessment
of the antimicrobial activity of essential oils against Listeria monocytogenes. Food Control 2008, 19, 1174–1182.
[CrossRef]
51. Ramani, R.; Chaturvedi, V. Flow Cytometry Antifungal Susceptibility Testing of Pathogenic Yeasts other than
Candida albicans and Comparison with the NCCLS Broth Microdilution Test. Antimicrob. Agents Chemother.
2000, 44, 2752–2758. [CrossRef] [PubMed]
52. Poole, K. Stress responses as determinants of antimicrobial resistance in Gram-negative bacteria.
Trends Microbiol. 2012, 20, 227–234. [CrossRef] [PubMed]
53. Tan, S.Y.-E.; Chew, S.C.; Tan, S.Y.-Y.; Givskov, M.; Yang, L. Emerging frontiers in detection and control of
bacterial biofilms. Curr. Opin. Biotechnol. 2014, 26, 1–6. [CrossRef] [PubMed]
54. Bryers, J.D. Medical Biofilms. Biotechnol. Bioeng. 2008, 100, 1–18. [CrossRef] [PubMed]
55. Damiano, S.; Forino, M.; De, A.; Vitali, L.A.; Lupidi, G.; Taglialatela-Scafati, O. Antioxidant and antibiofilm
activities of secondary metabolites from Ziziphus jujuba leaves used for infusion preparation. Food Chem.
2017, 230, 24–29. [CrossRef] [PubMed]
56. Fotopoulou, T.; C´iric´, A.; Kritsi, E.; Calhelha Ricardo, C.; Ferreira Isabel, C.F.R.; Sokovic´, M.; Zoumpoulakis, P.;
Koufaki, M. Antimicrobial/Antibiofilm Activity and Cytotoxic Studies of β-Thujaplicin Derivatives.
Arch. Pharm. 2016, 349, 698–709. [CrossRef] [PubMed]
57. Nostro, A.; Guerrini, A.; Marino, A.; Tacchini, M.; Di Giulio, M.; Grandini, A.; Akin, M.; Cellini, L.;
Bisignano, G.; Saraçog˘lu, H.T. In vitro activity of plant extracts against biofilm-producing food-related
bacteria. Int. J. Food Microbiol. 2016, 238, 33–39. [CrossRef] [PubMed]
58. Qian, P.-Y.; Xu, S.Y. Antifouling activity of marine natural products. In Handbook of Marine Natural Products;
Fattorusso, E., Gerwick, W.H., Taglialatela-Scafati, O., Eds.; Springer Science: London, UK, 2012; pp. 749–821.
59. Majik, M.S.; Rodrigues, C.; Mascarenhas, S.; D’Souza, L. Design and synthesis of marine natural
product-based 1H-indole-2,3-dione scaffold as a new antifouling/antibacterial agent against fouling bacteria.
Bioorg. Chem. 2014, 54, 89–95. [CrossRef] [PubMed]
60. Papa, R.; Selan, L.; Parrilli, E.; Tilotta, M.; Sannino, F.; Feller, G.; Tutino, M.L.; Artini, M. Anti-Biofilm Activities
from Marine Cold Adapted Bacteria against Staphylococci and Pseudomonas aeruginosa. Front. Microbiol. 2015,
6, 1333. [CrossRef] [PubMed]
61. Ma, Z.-P.; Song, Y.; Cai, Z.-H.; Lin, Z.-J.; Lin, G.-H.; Wang, Y.; Zhou, J. Anti-quorum Sensing Activities of
Selected Coral Symbiotic Bacterial Extracts from the South China Sea. Front. Cell. Infect. Microbiol. 2018, 8,
144. [CrossRef] [PubMed]
62. Sun, J.; Wei, Q.; Zhou, Y.; Wang, J.; Liu, Q.; Xu, H. A systematic analysis of FDA-approved anticancer drugs.
BMC Syst. Biol. 2017, 11 (Suppl. 5). [CrossRef] [PubMed]
63. Khan, M.S.A.; Zahin, M.; Hasan, S.; Husain, F.M.; Ahmad, I. Inhibition of quorum sensing regulated bacterial
functions by plant essential oils with special reference to clove oil. Lett. Appl. Microbiol. 2009, 49, 354–360.
[CrossRef] [PubMed]
Mar. Drugs 2018, 16, 279 25 of 31
64. Vasavi, H.S.; Arun, A.B.; Rekha, P.D. Anti-quorum sensing activity of flavonoid-rich fraction from Centella
asiatica L. against Pseudomonas aeruginosa PAO1. J. Microbiol. Immunol. Infect. 2016, 49, 8–15. [CrossRef]
[PubMed]
65. Ilk, S.; Sag˘lam, N.; Özgen, M.; Korkusuz, F. Chitosan nanoparticles enhances the anti-quorum sensing
activity of kaempferol. Int. J. Boil. Macromol. 2017, 94, 653–662. [CrossRef] [PubMed]
66. Weiland-Bräuer, N.; Pinnow, N.; Schmitz, R.A. Novel Reporter for Identification of Interference with Acyl
Homoserine Lactone and Autoinducer-2 Quorum Sensing. Appl. Environ. Microbiol. 2015, 81, 1477–1489.
[CrossRef] [PubMed]
67. Bacha, K.; Tariku, Y.; Gebreyesus, F.; Zerihun, S.; Mohammed, A.; Weiland-Bräuer, N.; Schmitz, R.A.;
Mulat, M. Antimicrobial and anti-Quorum Sensing activities of selected medicinal plants of Ethiopia:
Implication for development of potent antimicrobial agents. BMC Microbiol. 2016, 16, 139. [CrossRef]
[PubMed]
68. Rassi, A.; Rassi, A.; Marin-Neto, J.A. Chagas disease. Lancet 2010, 375, 1388–1402. [CrossRef]
69. Barrett, M.P.; Croft, S.L. Management of trypanosomiasis and leishmaniasis. Br. Med. Bull. 2012, 104, 175–196.
[CrossRef] [PubMed]
70. Bilbe, G. Overcoming neglect of kinetoplastid diseases. Science 2015, 348, 974. [CrossRef] [PubMed]
71. World Health Organization. Model List of Essential Medicines (19th List); World Health Organization: Geneva,
Switzerland, 2016.
72. Vincent, I.M.; Creek, D.; Watson, D.G.; Kamleh, M.A.; Woods, D.J.; Wong, P.E.; Burchmore, R.J.S.; Barrett, M.P.
A Molecular Mechanism for Eflornithine Resistance in African Trypanosomes. PLoS Pathog. 2010, 6, e1001204.
[CrossRef] [PubMed]
73. Blaazer, A.R.; Orrling, K.M.; Shanmugham, A.; Jansen, C.; Maes, L.; Edink, E.; Sterk, G.J.; Siderius, M.;
England, P.; Bailey, D.; et al. Fragment-Based Screening in Tandem with Phenotypic Screening Provides
Novel Antiparasitic Hits. J. Biomol. Screen. 2014, 20, 131–140. [CrossRef] [PubMed]
74. Orrling, K.M.; Jansen, C.; Vu, X.L.; Balmer, V.; Bregy, P.; Shanmugham, A.; England, P.; Bailey, D.;
Cos, P.; Maes, L.; et al. Catechol Pyrazolinones as Trypanocidals: Fragment-Based Design, Synthesis, and
Pharmacological Evaluation of Nanomolar Inhibitors of Trypanosomal Phosphodiesterase B1. J. Med. Chem.
2012, 55, 8745–8756. [CrossRef] [PubMed]
75. Torrie, L.S.; Brand, S.; Robinson, D.A.; Ko, E.J.; Stojanovski, L.; Simeons, F.R.C.; Wyllie, S.; Thomas, J.; Ellis, L.;
Osuna-Cabello, M.; et al. Chemical Validation of Methionyl-tRNA Synthetase as a Druggable Target in
Leishmania donovani. ACS Infect. Dis. 2017, 3, 718–727. [CrossRef] [PubMed]
76. Pham, J.S.; Dawson, K.L.; Jackson, K.E.; Lim, E.E.; Pasaje, C.F.A.; Turner, K.E.C.; Ralph, S.A. Aminoacyl-tRNA
synthetases as drug targets in eukaryotic parasites. Int. J. Parasitol. Drugs Drug Resist. 2014, 4, 1–13.
[CrossRef] [PubMed]
77. Shibata, S.; Gillespie, J.R.; Kelley, A.M.; Napuli, A.J.; Zhang, Z.; Kovzun, K.V.; Pefley, R.M.; Lam, J.;
Zucker, F.H.; Van Voorhis, W.C.; et al. Selective Inhibitors of Methionyl-tRNA Synthetase Have Potent
Activity against Trypanosoma brucei Infection in Mice. Antimicrob. Agents Chemother. 2011, 55, 1982–1989.
[CrossRef] [PubMed]
78. Friggeri, L.; Hargrove, T.Y.; Rachakonda, G.; Williams, A.D.; Wawrzak, Z.; Di Santo, R.; De Vita, D.;
Waterman, M.R.; Tortorella, S.; Villalta, F.; et al. Structural Basis for Rational Design of Inhibitors Targeting
Trypanosoma cruzi Sterol 14α-Demethylase: Two Regions of the Enzyme Molecule Potentiate Its Inhibition.
J. Med. Chem. 2014, 57, 6704–6717. [CrossRef] [PubMed]
79. Durieu, E.; Prina, E.; Leclercq, O.; Oumata, N.; Gaboriaud-Kolar, N.; Vougogiannopoulou, K.; Aulner, N.;
Defontaine, A.; No, J.H.; Ruchaud, S.; et al. From Drug Screening to Target Deconvolution: A Target-Based
Drug Discovery Pipeline Using Leishmania Casein Kinase 1 Isoform 2 To Identify Compounds with
Antileishmanial Activity. Antimicrob. Agents Chemother. 2016, 60, 2822–2833. [CrossRef] [PubMed]
80. Don, R.O.B.; Ioset, J.-R. Screening strategies to identify new chemical diversity for drug development to treat
kinetoplastid infections. Parasitology 2013, 141, 140–146. [CrossRef] [PubMed]
81. Annang, F.; Pérez-Moreno, G.; García-Hernández, R.; Cordon-Obras, C.; Martín, J.; Tormo, J.R.; Rodríguez, L.;
de Pedro, N.; Gómez-Pérez, V.; Valente, M.; et al. High-Throughput Screening Platform for Natural
Product–Based Drug Discovery Against 3 Neglected Tropical Diseases: Human African Trypanosomiasis,
Leishmaniasis, and Chagas Disease. J. Biomol. Screen. 2014, 20, 82–91. [CrossRef] [PubMed]
Mar. Drugs 2018, 16, 279 26 of 31
82. Tomich, C.S.C.; Kaytes, P.S.; Olsen, M.K.; Patel, H. Use of lacZ expression to monitor transcription. Plasmid
1988, 20, 167–170. [CrossRef]
83. Vermeersch, M.; da Luz, R.I.; Toté, K.; Timmermans, J.-P.; Cos, P.; Maes, L. In Vitro Susceptibilities of
Leishmania donovani Promastigote and Amastigote Stages to Antileishmanial Reference Drugs: Practical
Relevance of Stage-Specific Differences. Antimicrob. Agents Chemother. 2009, 53, 3855–3859. [CrossRef]
[PubMed]
84. Ebiloma, G.U.; Igoli, J.O.; Katsoulis, E.; Donachie, A.-M.; Eze, A.; Gray, A.I.; de Koning, H.P. Bioassay-guided
isolation of active principles from Nigerian medicinal plants identifies new trypanocides with low toxicity
and no cross-resistance to diamidines and arsenicals. J. Ethnopharmacol. 2017, 202, 256–264. [CrossRef]
[PubMed]
85. Siqueira-Neto, J.L.; Moon, S.; Jang, J.; Yang, G.; Lee, C.; Moon, H.K.; Chatelain, E.; Genovesio, A.; Cechetto, J.;
Freitas-Junior, L.H. An Image-Based High-Content Screening Assay for Compounds Targeting Intracellular
Leishmania donovani Amastigotes in Human Macrophages. PLoS Negl. Trop. Dis. 2012, 6, e1671. [CrossRef]
[PubMed]
86. Fox, S.; Farr-Jones, S.; Sopchak, L.; Boggs, A.; Nicely, H.W.; Khoury, R.; Biros, M. High-Throughput Screening:
Update on Practices and Success. J. Biomol. Screen. 2006, 11, 864–869. [CrossRef] [PubMed]
87. Singh, N.; Mishra, B.B.; Bajpai, S.; Singh, R.K.; Tiwari, V.K. Natural product based leads to fight against
leishmaniasis. Bioorg. Med. Chem. 2014, 22, 18–45. [CrossRef] [PubMed]
88. Feng, Y.; Davis, R.A.; Sykes, M.L.; Avery, V.M.; Quinn, R.J. Iotrochamides A and B, antitrypanosomal
compounds from the Australian marine sponge Iotrochota sp. Bioorg. Med. Chem. Lett. 2012, 22, 4873–4876.
[CrossRef] [PubMed]
89. Davis, R.A.; Sykes, M.; Avery, V.M.; Camp, D.; Quinn, R.J. Convolutamines I and J, antitrypanosomal
alkaloids from the bryozoan Amathia Tortusa. Bioorg. Med. Chem. 2011, 19, 6615–6619. [CrossRef] [PubMed]
90. Johnson, T.A.; Sohn, J.; Inman, W.D.; Estee, S.A.; Loveridge, S.T.; Vervoort, H.C.; Tenney, K.; Liu, J.;
Ang, K.K.-H.; Ratnam, J.; et al. Natural Product Libraries to Accelerate the High-Throughput Discovery of
Therapeutic Leads. J. Nat. Prod. 2011, 74, 2545–2555. [CrossRef] [PubMed]
91. Hotez, P.J.; Brindley, P.J.; Bethony, J.M.; King, C.H.; Pearce, E.J.; Jacobson, J. Helminth infections: The great
neglected tropical diseases. J. Clin. Investig. 2008, 118, 1311–1321. [CrossRef] [PubMed]
92. Capon, R.J.; Skene, C.; Liu, E.H.-T.; Lacey, E.; Gill, J.H.; Heiland, K.; Friedel, T. Nematocidal Thiocyanatins
from a Southern Australian Marine Sponge Oceanapia sp. J. Nat. Prod. 2004, 67, 1277–1282. [CrossRef]
[PubMed]
93. Sayed, A.A.; Simeonov, A.; Thomas, C.J.; Inglese, J.; Austin, C.P.; Williams, D.L. Identification of oxadiazoles
as new drug leads for the control of schistosomiasis. Nat. Med. 2008, 14, 407. [CrossRef] [PubMed]
94. Simpkin, K.G.; Coles, G.C. The use of Caenorhabditis elegans for anthelmintic screening. J. Chem. Technol.
Biotechnol. 1981, 31, 66–69. [CrossRef]
95. Paveley, R.A.; Bickle, Q.D. Automated Imaging and other developments in whole-organism anthelmintic
screening. Parasite Immunol. 2013, 35, 302–313. [CrossRef] [PubMed]
96. James, C.E.; Davey, M.W. A rapid colorimetric assay for the quantitation of the viability of free-living larvae
of nematodes in vitro. Parasitol. Res. 2007, 101, 975–980. [CrossRef] [PubMed]
97. Mansour, N.R.; Bickle, Q.D. Comparison of Microscopy and Alamar Blue Reduction in a Larval Based Assay
for Schistosome Drug Screening. PLoS Negl. Trop. Dis. 2010, 4, e795. [CrossRef] [PubMed]
98. Ridley, R.G. Medical need, scientific opportunity and the drive for antimalarial drugs. Nature 2002, 415, 686.
[CrossRef] [PubMed]
99. Kokwaro, G. Ongoing challenges in the management of malaria. Malar. J. 2009, 8, S2. [CrossRef] [PubMed]
100. Clark, I.A.; Al Yaman, F.M.; Jacobson, L.S. The biological basis of malarial disease. Int. J. Parasitol. 1997, 27,
1237–1249. [CrossRef]
101. Spangenberg, T.; Burrows, J.N.; Kowalczyk, P.; McDonald, S.; Wells, T.N.C.; Willis, P. The Open Access
Malaria Box: A Drug Discovery Catalyst for Neglected Diseases. PLoS ONE 2013, 8, e62906. [CrossRef]
[PubMed]
102. Van Voorhis, W.C.; Adams, J.H.; Adelfio, R.; Ahyong, V.; Akabas, M.H.; Alano, P.; Alday, A.; Alemán Resto, Y.;
Alsibaee, A.; Alzualde, A.; et al. Open Source Drug Discovery with the Malaria Box Compound Collection
for Neglected Diseases and Beyond. PLoS Pathog. 2016, 12, e1005763. [CrossRef] [PubMed]
Mar. Drugs 2018, 16, 279 27 of 31
103. Pérez-Moreno, G.; Cantizani, J.; Sánchez-Carrasco, P.; Ruiz-Pérez, L.M.; Martín, J.; el Aouad, N.;
Pérez-Victoria, I.; Tormo, J.R.; González-Menendez, V.; González, I.; et al. Discovery of New Compounds
Active against Plasmodium falciparum by High Throughput Screening of Microbial Natural Products.
PLoS ONE 2016, 11, e0145812. [CrossRef] [PubMed]
104. Makler, M.T.; Hinrichs, D.J. Measurement of the Lactate Dehydrogenase Activity of Plasmodium falciparum
as an Assessment of Parasitemia. Am. J. Trop. Med. Hyg. 1993, 48, 205–210. [CrossRef] [PubMed]
105. Che, P.; Cui, L.; Kutsch, O.; Cui, L.; Li, Q. Validating a Firefly Luciferase-Based High-Throughput Screening
Assay for Antimalarial Drug Discovery. Assay Drug Dev. Technol. 2012, 10, 61–68. [CrossRef] [PubMed]
106. March, S.; Ng, S.; Velmurugan, S.; Galstian, A.; Shan, J.; Logan, D.J.; Carpenter, A.E.; Thomas, D.; Sim, B.;
Kim, L.; et al. A Microscale Human Liver Platform that Supports the Hepatic Stages of Plasmodium falciparum
and vivax. Cell Host Microbe 2013, 14, 104–115. [CrossRef] [PubMed]
107. Ng, S.; Schwartz, R.E.; March, S.; Galstian, A.; Gural, N.; Shan, J.; Prabhu, M.; Mota, M.M.;
Bhatia, S.N. Human iPSC-Derived Hepatocyte-like Cells Support Plasmodium Liver-Stage Infection In
Vitro. Stem Cell Rep. 2015, 4, 348–359. [CrossRef] [PubMed]
108. D’Alessandro, S.; Silvestrini, F.; Dechering, K.; Corbett, Y.; Parapini, S.; Timmerman, M.; Galastri, L.;
Basilico, N.; Sauerwein, R.; Alano, P.; et al. A Plasmodium falciparum screening assay for anti-gametocyte
drugs based on parasite lactate dehydrogenase detection. J. Antimicrob. Chemother. 2013, 68, 2048–2058.
[CrossRef] [PubMed]
109. Wells, T.N.C.; Alonso, P.L.; Gutteridge, W.E. New medicines to improve control and contribute to the
eradication of malaria. Nat. Rev. Drug Discov. 2009, 8, 879. [CrossRef] [PubMed]
110. Savelkoel, J.; Binnendijk, K.H.; Spijker, R.; van Vugt, M.; Tan, K.; Hänscheid, T.; Schlagenhauf, P.;
Grobusch, M.P. Abbreviated atovaquone-proguanil prophylaxis regimens in travellers after leaving
malaria-endemic areas: A systematic review. Travel Med. Infect. Dis. 2018, 21, 3–20. [CrossRef] [PubMed]
111. Phillips, M.A.; Rathod, P.K. Plasmodium dihydroorotate dehydrogenase: A promising target for novel
anti-malarial chemotherapy. Infect. Disord. Drug Targets 2010, 10, 226–239. [CrossRef] [PubMed]
112. Davis, R.A.; Duffy, S.; Fletcher, S.; Avery, V.M.; Quinn, R.J. Thiaplakortones A–D: Antimalarial Thiazine
Alkaloids from the Australian Marine Sponge Plakortis lita. J. Org. Chem. 2013, 78, 9608–9613. [CrossRef]
[PubMed]
113. Organization, W.H. Cancer. Available online: http://www.who.int/mediacentre/factsheets/fs297/en/
(accessed on 6 August 2018).
114. Coleman, S.J.; Watt, J.; Arumugam, P.; Solaini, L.; Carapuca, E.; Ghallab, M.; Grose, R.P.; Kocher, H.M.
Pancreatic cancer organotypics: High throughput, preclinical models for pharmacological agent evaluation.
World J. Gastroenterol. WJG 2014, 20, 8471–8481. [CrossRef] [PubMed]
115. Kreso, A.; Dick, J.E. Evolution of the Cancer Stem Cell Model. Cell Stem Cell 2014, 14, 275–291. [CrossRef]
[PubMed]
116. Lovitt, C.J.; Shelper, T.B.; Avery, V.M. Cancer drug discovery: Recent innovative approaches to tumor
modeling. Expert Opin. Drug Discov. 2016, 11, 885–894. [CrossRef] [PubMed]
117. Li, Q.; Chen, C.; Kapadia, A.; Zhou, Q.; Harper, M.K.; Schaack, J.; Labarbera, D.V. 3D Models of
Epithelial-Mesenchymal Transition in Breast Cancer Metastasis: High-Throughput Screening Assay
Development, Validation, and Pilot Screen. J. Biomol. Screen. 2011, 16, 141–154. [CrossRef] [PubMed]
118. Breier, J.M.; Radio, N.M.; Mundy, W.R.; Shafer, T.J. Development of a High-Throughput Screening Assay for
Chemical Effects on Proliferation and Viability of Immortalized Human Neural Progenitor Cells. Toxicol. Sci.
2008, 105, 119–133. [CrossRef] [PubMed]
119. Sekhon, B.K.; Roubin, R.H.; Tan, A.; Chan, W.K.; Sze, D.M.-Y. High-Throughput Screening Platform for
Anticancer Therapeutic Drug Cytotoxicity. ASSAY Drug Dev. Technol. 2008, 6, 711–722. [CrossRef] [PubMed]
120. Feoktistova, M.; Geserick, P.; Leverkus, M. Crystal Violet Assay for Determining Viability of Cultured Cells.
Cold Spring Harb. Protoc. 2016, 2016. [CrossRef] [PubMed]
121. Repetto, G.; del Peso, A.; Zurita, J.L. Neutral red uptake assay for the estimation of cell viability/cytotoxicity.
Nat. Protoc. 2008, 3, 1125–1131. [CrossRef] [PubMed]
122. Morgan, D.; Freshney, R.I.; Darling, J.L.; Thomas, D.G.; Celik, F. Assay of anticancer drugs in tissue culture:
Cell cultures of biopsies from human astrocytoma. Br. J. Cancer 1983, 47, 205–214. [CrossRef] [PubMed]
Mar. Drugs 2018, 16, 279 28 of 31
123. Perez, R.P.; Godwin, A.K.; Handel, L.M.; Hamilton, T.C. A comparison of clonogenic, microtetrazolium and
sulforhodamine B assays for determination of cisplatin cytotoxicity in human ovarian carcinoma cell lines.
Eur. J. Cancer 1993, 29, 395–399. [CrossRef]
124. Rubinstein, L.V.; Paull, K.D.; Simon, R.M.; Tosini, S.; Skehan, P.; Scudiero, D.A.; Monks, A.; Boyd, M.R.;
Boyd, M.R. Comparison of in vitro anticancer-drug-screening data generated with a tetrazolium assay versus
a protein assay against a diverse panel of human tumor cell lines. J. Natl. Cancer Inst. 1990, 82, 1113–1117.
[CrossRef] [PubMed]
125. Vichai, V.; Kirtikara, K. Sulforhodamine B colorimetric assay for cytotoxicity screening. Nat. Protoc. 2006, 1,
1112–1116. [CrossRef] [PubMed]
126. Strober, W. Trypan blue exclusion test of cell viability. Curr. Protoc. Immunol. 2001. [CrossRef]
127. Berridge, M.V.; Herst, P.M.; Tan, A.S. Tetrazolium dyes as tools in cell biology: New insights into their
cellular reduction. Biotechnol. Annu. Rev. 2005, 11, 127–152. [PubMed]
128. Riss, T.L.; Moravec, R.A.; Niles, A.L.; Duellman, S.; Benink, H.A.; Worzella, T.J.; Minor, L. Cell Viability Assays.
Assay Guidance Manual [Internet]; Eli Lilly & Company and the National Center for Advancing Translational
Sciences: Bethesda, MD, USA, 2013.
129. Boivin, D.; Blanchette, M.; Barrette, S.; Moghrabi, A.; BÉLiveau, R. Inhibition of Cancer Cell Proliferation and
Suppression of TNF-induced Activation of NFκB by Edible Berry Juice. Anticancer Res. 2007, 27, 937–948.
[PubMed]
130. Goodwin, C.J.; Downes, S.; Marshall, N.J.; Marshall, N.J. Microculture tetrazolium assays: A comparison
between two new tetrazolium salts, XTT and MTS. J. Immunol. Methods 1995, 179, 95–103. [CrossRef]
131. Rodríguez-Corrales, J.Á.; Josan, J.S. Resazurin Live Cell Assay: Setup and Fine-Tuning for Reliable
Cytotoxicity Results. In Proteomics for Drug Discovery: Methods and Protocols; Lazar, I.M., Kontoyianni, M.,
Lazar, A.C., Eds.; Springer: New York, NY, USA, 2017; pp. 207–219.
132. Lundin, A.; Hasenson, M.; Persson, J.; Pousette, Å. Estimation of biomass in growing cell lines by adenosine
triphosphate assay. In Methods in Enzymology; Academic Press: Cambridge, MA, USA, 1986; Volume 133,
pp. 27–42.
133. Niles, A.L.; Moravec, R.A.; Riss, T.L. In Vitro Viability and Cytotoxicity Testing and Same-Well
Multi-Parametric Combinations for High Throughput Screening. Curr. Chem. Genom. 2009, 3, 33–41.
[CrossRef] [PubMed]
134. Niles, A.L.; Moravec, R.A.; Eric Hesselberth, P.; Scurria, M.A.; Daily, W.J.; Riss, T.L. A homogeneous assay to
measure live and dead cells in the same sample by detecting different protease markers. Anal. Biochem. 2007,
366, 197–206. [CrossRef] [PubMed]
135. Inglese, J. A Practical Guide to Assay Development and High-Throughput Screening in Drug Discovery.
Edited by Taosheng Chen. ChemMedChem 2010, 5, 1398–1399. [CrossRef]
136. Munshi, A.; Hobbs, M.; Meyn, R.E. Clonogenic cell survival assay. Methods Mol. Med. 2005, 110, 21–28.
[PubMed]
137. Franken, N.A.P.; Rodermond, H.M.; Stap, J.; Haveman, J.; van Bree, C. Clonogenic assay of cells in vitro.
Nat. Protoc. 2006, 1, 2315–2319. [CrossRef] [PubMed]
138. Yang, X. Clonogenic Assay. BioProtocol 2006, 2, e187. [CrossRef]
139. Madhavan, H.N. Simple Laboratory methods to measure cell proliferation using DNA synthesis property.
J. Stem Cells Regen. Med. 2007, 3, 12–14. [PubMed]
140. Romar, G.A.; Kupper, T.S.; Divito, S.J. Research Techniques Made Simple: Techniques to Assess Cell
Proliferation. J. Investig. Dermatol. 2016, 136, e1–e7. [CrossRef] [PubMed]
141. Chen, J.-W.; Wu, Q.-H.; Rowley, D.C.; Al-Kareef, A.M.Q.; Wang, H. Anticancer agent-based marine natural
products and related compounds. J. Asian Nat. Prod. Res. 2015, 17, 199–216. [CrossRef] [PubMed]
142. Singh, R.; Sharma, M.; Joshi, P.; Rawat, D.S. Clinical Status of Anti-Cancer Agents Derived from Marine
Sources. Anti-Cancer Agents Med. Chem. 2008, 8, 603–617. [CrossRef]
143. Cuny, G.D. Neurodegenerative diseases: Challenges and opportunities. Future Med. Chem. 2012, 4, 1647–1649.
[CrossRef] [PubMed]
144. Atri, A. Effective pharmacological management of Alzheimer’s disease. Am. J. Manag. Care 2011, 17,
S346–S355. [PubMed]
145. Van der Schyf, C.J. The use of multi-target drugs in the treatment of neurodegenerative diseases.
Expert Rev. Clin. Pharmacol. 2011, 4, 293–298. [CrossRef] [PubMed]
Mar. Drugs 2018, 16, 279 29 of 31
146. Behl, C.; Ziegler, C. Beyond Amyloid—Widening the View on Alzheimer’s Disease. J. Neurochem. 2017, 143,
394–395. [CrossRef] [PubMed]
147. Wang, H.; Li, R.; Shen, Y. β-Secretase: Its biology as a therapeutic target in diseases. Trends Pharmacol. Sci.
2013, 34, 215–225. [CrossRef] [PubMed]
148. Hardy, J.A.; Higgins, G.A. Alzheimer’s disease: The amyloid cascade hypothesis. Science 1992, 256, 184.
[CrossRef] [PubMed]
149. Kosik, K.S.; Joachim, C.L.; Selkoe, D.J. Microtubule-associated protein tau (tau) is a major antigenic
component of paired helical filaments in Alzheimer disease. Proc. Natl. Acad. Sci. USA 1986, 83, 4044.
[CrossRef] [PubMed]
150. Järvinen, P.; Vuorela, P.; Hatakka, A.; Fallarero, A. Potency determinations of acetylcholinesterase inhibitors
using Ellman’s reaction-based assay in screening: Effect of assay variants. Anal. Biochem. 2011, 408, 166–168.
[CrossRef] [PubMed]
151. Langjae, R.; Bussarawit, S.; Yuenyongsawad, S.; Ingkaninan, K.; Plubrukarn, A.
Acetylcholinesterase-inhibiting steroidal alkaloid from the sponge Corticium sp. Steroids 2007, 72,
682–685. [CrossRef] [PubMed]
152. Braak, H.; Tredici, K.D.; Rüb, U.; de Vos, R.A.I.; Jansen Steur, E.N.H.; Braak, E. Staging of brain pathology
related to sporadic Parkinson’s disease. Neurobiol. Aging 2003, 24, 197–211. [CrossRef]
153. Fearnley, J.M.; Lees, A.J. Ageing and Parkinson’s disease: Substantia nigra regional selectivity. Brain 1991,
114, 2283–2301. [CrossRef] [PubMed]
154. Alberio, T.; Lopiano, L.; Fasano, M. Cellular models to investigate biochemical pathways in Parkinson’s
disease. FEBS J. 2012, 279, 1146–1155. [CrossRef] [PubMed]
155. Pruss, R.M. Phenotypic Screening Strategies for Neurodegenerative Diseases: A Pathway to Discover Novel
Drug Candidates and Potential Disease Targets or Mechanisms. CNS Neurol. Disord. Drug Targets 2010, 9,
693–700. [CrossRef] [PubMed]
156. Cisbani, G.; Cicchetti, F. An in vitro perspective on the molecular mechanisms underlying mutant huntingtin
protein toxicity. Cell Death Dis. 2012, 3, e382. [CrossRef] [PubMed]
157. Titus, S.A.; Southall, N.; Marugan, J.; Austin, C.P.; Zheng, W. High-Throughput Multiplexed Quantitation of
Protein Aggregation and Cytotoxicity in a Huntington’s Disease Model. Curr. Chem. Genom. 2012, 6, 79–86.
[CrossRef] [PubMed]
158. Chakrabarti, E.; Smith, J. Drug Library Screen to Identify Compounds that Decrease Secreted Aβ from a
Human Cell Line. Curr. Alzheimer Res. 2005, 2, 255–259. [CrossRef] [PubMed]
159. Jones, J.R.; Lebar, M.D.; Jinwal, U.K.; Abisambra, J.F.; Koren, J.; Blair, L.; O’Leary, J.C.; Davey, Z.; Trotter, J.;
Johnson, A.G.; et al. The Diarylheptanoid (+)-aR,11S-Myricanol and Two Flavones from Bayberry (Myrica
cerifera) Destabilize the Microtubule-Associated Protein Tau. J. Nat. Prod. 2011, 74, 38–44. [CrossRef]
[PubMed]
160. Liu, X.P.; Qian, X.; Xie, Y.; Qi, Y.; Peng, M.F.; Zhan, B.C.; Lou, Z.Q. Betaine suppressed Aβ generation by
altering amyloid precursor protein processing. Neurol. Sci. 2014, 35, 1009–1013. [CrossRef] [PubMed]
161. Chen, W.L.; Qian, Y.; Meng, W.F.; Pang, J.Y.; Lin, Y.-C.; Guan, Y.Y.; Chen, S.P.; Liu, J.; Pei, Z.; Wang, G.-L.
A novel marine compound xyloketal B protects against oxidized LDL-induced cell injury in vitro.
Biochem. Pharmacol. 2009, 78, 941–950. [CrossRef] [PubMed]
162. Barber, S.C.; Higginbottom, A.; Mead, R.J.; Barber, S.; Shaw, P.J. An in vitro screening cascade to identify
neuroprotective antioxidants in ALS. Free. Radic. Boil. Med. 2009, 46, 1127–1138. [CrossRef] [PubMed]
163. Ock, J.; Suk, K. Anti-inflammatory effects of synthetic compound KT-14480 in lipopolysaccharide-stimulated
microglia cells. J. Pharm. Pharmacol. 2010, 62, 279–285. [CrossRef] [PubMed]
164. Dumont, M.; Beal, M.F. Neuroprotective strategies involving ROS in Alzheimer disease. Free. Radic. Boil. Med.
2011, 51, 1014–1026. [CrossRef] [PubMed]
165. Wang, S.N.; Li, Q.; Jing, M.H.; Alba, E.; Yang, X.H.; Sabaté, R.; Han, Y.F.; Pi, R.-B.; Lan, W.-J.; Yang, X.-B.; et al.
Natural Xanthones from Garcinia mangostana with Multifunctional Activities for the Therapy of Alzheimer’s
Disease. Neurochem. Res. 2016, 41, 1806–1817. [CrossRef] [PubMed]
166. Li, F.; Wu, J.-J.; Wang, J.; Yang, X.L.; Cai, P.; Liu, Q.H.; Kong, L.-Y.; Wang, X.B. Synthesis and pharmacological
evaluation of novel chromone derivatives as balanced multifunctional agents against Alzheimer’s disease.
Bioorg. Med. Chem. 2017, 25, 3815–3826. [CrossRef] [PubMed]
Mar. Drugs 2018, 16, 279 30 of 31
167. Mena, M.A.; Casarejos, M.J.; Solano, R.; Rodríguez-Navarro, J.A.; Gómez, A.; Rodal, I.; Medina, M.; de
Yebenes, J.G. NP7 protects from cell death induced by oxidative stress in neuronal and glial midbrain cultures
from parkin null mice. FEBS Lett. 2008, 583, 168–174. [CrossRef] [PubMed]
168. Hirsch, E.C.; Hunot, S. Neuroinflammation in Parkinson’s disease: A target for neuroprotection?
Lancet Neurol. 2009, 8, 382–397. [CrossRef]
169. Seyb, K.I.; Schuman, E.R.; Ni, J.; Huang, M.M.; Michaelis, M.L.; Glicksman, M.A. Identification of Small
Molecule Inhibitors of β-Amyloid Cytotoxicity through a Cell-Based High-Throughput Screening Platform.
J. Biomol. Screen. 2008, 13, 870–878. [CrossRef] [PubMed]
170. Zhao, D.-L.; Zou, L.-B.; Zhou, L.-F.; Zhu, P.; Zhu, H.-B. A cell-based model of α-synucleinopathy for screening
compounds with therapeutic potential of Parkinson’s disease. Acta Pharmacol. Sin. 2007, 28, 616. [CrossRef]
[PubMed]
171. Yoon, I.S.; Au, Q.; Barber, J.R.; Ng, S.C.; Zhang, B. Development of a high-throughput screening assay
for cytoprotective agents in rotenone-induced cell death. Anal. Biochem. 2010, 407, 205–210. [CrossRef]
[PubMed]
172. Zhai, A.; Zhu, X.; Wang, X.; Chen, R.; Wang, H. Secalonic acid A protects dopaminergic neurons
from 1-methyl-4-phenylpyridinium (MPP+)-induced cell death via the mitochondrial apoptotic pathway.
Eur. J. Pharmacol. 2013, 713, 58–67. [CrossRef] [PubMed]
173. Kaltenbach, L.S.; Bolton, M.M.; Shah, B.; Kanju, P.M.; Lewis, G.M.; Turmel, G.J.; Whaley, J.C.;
Trask, O.J.; Lo, D.C. Composite Primary Neuronal High-Content Screening Assay for Huntington’s Disease
Incorporating Non-Cell-Autonomous Interactions. J. Biomol. Screen. 2010, 15, 806–819. [CrossRef] [PubMed]
174. McKinley, E.T.; Baranowski, T.C.; Blavo, D.O.; Cato, C.; Doan, T.N.; Rubinstein, A.L. Neuroprotection of
MPTP-induced toxicity in zebrafish dopaminergic neurons. Mol. Brain Res. 2005, 141, 128–137. [CrossRef]
[PubMed]
175. Usher, L.C.; Johnstone, A.; Ertürk, A.; Hu, Y.; Strikis, D.; Wanner, I.B.; Moorman, S.; Lee, J.-W.; Min, J.;
Ha, H.-H.; et al. A Chemical Screen Identifies Novel Compounds That Overcome Glial-Mediated Inhibition
of Neuronal Regeneration. J. Neurosci. 2010, 30, 4693–4706. [CrossRef] [PubMed]
176. Saxe, J.P.; Wu, H.; Kelly, T.K.; Phelps, M.E.; Sun, Y.E.; Kornblum, H.I.; Huang, J. A Phenotypic Small-Molecule
Screen Identifies an Orphan Ligand-Receptor Pair that Regulates Neural Stem Cell Differentiation. Chem. Boil.
2007, 14, 1019–1030. [CrossRef] [PubMed]
177. Zhao, W.-N.; Cheng, C.; Theriault, K.M.; Sheridan, S.D.; Tsai, L.-H.; Haggarty, S.J. A High-Throughput
Screen for Wnt/β-Catenin Signaling Pathway Modulators in Human iPSC-Derived Neural Progenitors.
J. Biomol. Screen. 2012, 17, 1252–1263. [CrossRef] [PubMed]
178. Horvath, P.; Aulner, N.; Bickle, M.; Davies, A.M.; Nery, E.D.; Ebner, D.; Montoya, M.C.; Östling, P.;
Pietiäinen, V.; Price, L.S.; et al. Screening out irrelevant cell-based models of disease. Nat. Rev. Drug Discov.
2016, 15, 751. [CrossRef] [PubMed]
179. Mondal, M.; Hirsch, A.K.H. Dynamic combinatorial chemistry: A tool to facilitate the identification of
inhibitors for protein targets. Chem. Soc. Rev. 2015, 44, 2455–2488. [CrossRef] [PubMed]
180. Frei, P.; Pang, L.; Silbermann, M.; Eris¸, D.; Mühlethaler, T.; Schwardt, O.; Ernst, B. Target-directed
Dynamic Combinatorial Chemistry: A Study on Potentials and Pitfalls as Exemplified on a Bacterial Target.
Chem. A Eur. J. 2017, 23, 11570–11577. [CrossRef] [PubMed]
181. Yang, Z.; Fang, Z.; He, W.; Wang, Z.; Gan, H.; Tian, Q.; Guo, K. Identification of inhibitors for vascular
endothelial growth factor receptor by using dynamic combinatorial chemistry. Bioorg. Med. Chem. Lett. 2016,
26, 1671–1674. [CrossRef] [PubMed]
182. Dubus, E.; Ijjaali, I.; Barberan, O.; Petitet, F. Drug repositioning using in silico compound profiling.
Future Med. Chem. 2009, 1, 1723–1736. [CrossRef] [PubMed]
183. Lamb, J.; Crawford, E.D.; Peck, D.; Modell, J.W.; Blat, I.C.; Wrobel, M.J.; Lerner, J.; Brunet, J.-P.;
Subramanian, A.; Ross, K.N.; et al. The Connectivity Map: Using Gene-Expression Signatures to Connect
Small Molecules, Genes, and Disease. Science 2006, 313, 1929. [CrossRef] [PubMed]
184. Cao, C.; Moult, J. GWAS and drug targets. BMC Genom. 2014, 15 (Suppl. 4), S5. [CrossRef] [PubMed]
185. Kim, H.J.; Li, H.; Collins, J.J.; Ingber, D.E. Contributions of microbiome and mechanical deformation to
intestinal bacterial overgrowth and inflammation in a human gut-on-a-chip. Proc. Natl. Acad. Sci. USA 2016,
113, E7. [CrossRef] [PubMed]
Mar. Drugs 2018, 16, 279 31 of 31
186. Hollingsworth, S.J.; Biankin, A.V. The Challenges of Precision Oncology Drug Development and
Implementation. Public Health Genom. 2015, 18, 338–348. [CrossRef] [PubMed]
187. Iwadate, Y.; Fujimoto, S.; Namba, H.; Yamaura, A. Promising survival for patients with glioblastoma
multiforme treated with individualised chemotherapy based on in vitro drug sensitivity testing. Br. J. Cancer
2003, 89, 1896–1900. [CrossRef] [PubMed]
188. Pemovska, T.; Kontro, M.; Yadav, B.; Edgren, H.; Eldfors, S.; Szwajda, A.; Almusa, H.; Bespalov, M.M.;
Ellonen, P.; Elonen, E.; et al. Individualized Systems Medicine Strategy to Tailor Treatments for Patients with
Chemorefractory Acute Myeloid Leukemia. Cancer Discov. 2013, 3, 1416. [CrossRef] [PubMed]
189. Van de Wetering, M.; Francies, H.E.; Francis, J.M.; Bounova, G.; Iorio, F.; Pronk, A.; van Houdt, W.; van
Gorp, J.; Taylor-Weiner, A.; Kester, L.; et al. Prospective Derivation of a Living Organoid Biobank of
Colorectal Cancer Patients. Cell 2015, 161, 933–945. [CrossRef] [PubMed]
190. Xie, Y.Z.; Zhang, R.X. Neurodegenerative diseases in a dish: The promise of iPSC technology in disease
modeling and therapeutic discovery. Neurol. Sci. 2015, 36, 21–27. [CrossRef] [PubMed]
191. Miller, J.D.; Ganat, Y.M.; Kishinevsky, S.; Bowman, R.L.; Liu, B.; Tu, E.Y.; Mandal, P.; Vera, E.; Shim, J.-W.;
Kriks, S.; et al. Human iPSC-based Modeling of Late-Onset Disease via Progerin-induced Aging.
Cell Stem Cell 2013, 13, 691–705. [CrossRef] [PubMed]
192. Cong, L.; Ran, F.A.; Cox, D.; Lin, S.; Barretto, R.; Habib, N.; Hsu, P.D.; Wu, X.; Jiang, W.; Marraffini, L.A.;
et al. Multiplex Genome Engineering Using CRISPR/Cas Systems. Science 2013, 339, 819–823. [CrossRef]
[PubMed]
193. Musunuru, K. Genome editing of human pluripotent stem cells to generate human cellular disease models.
Dis. Models Mech. 2013, 6, 896–904. [CrossRef] [PubMed]
194. Anastasov, N.; Höfig, I.; Radulovic´, V.; Ströbel, S.; Salomon, M.; Lichtenberg, J.; Rothenaigner, I.; Hadian, K.;
Kelm, J.M.; Thirion, C.; et al. A 3D-microtissue-based phenotypic screening of radiation resistant tumor cells
with synchronized chemotherapeutic treatment. BMC Cancer 2015, 15, 466. [CrossRef] [PubMed]
195. Bickle, M. The beautiful cell: High-content screening in drug discovery. Anal. Bioanal. Chem. 2010, 398,
219–226. [CrossRef] [PubMed]
196. Cautain, B.; de Pedro, N.; Murillo Garzón, V.; Muñoz de Escalona, M.; González Menéndez, V.; Tormo, J.R.;
Martin, J.; El Aouad, N.; Reyes, F.; Asensio, F.; et al. High-Content Screening of Natural Products Reveals
Novel Nuclear Export Inhibitors. J. Biomol. Screen. 2014, 19, 57–65. [CrossRef] [PubMed]
197. Pampaloni, F.; Ansari, N.; Stelzer, E.H.K. High-resolution deep imaging of live cellular spheroids with
light-sheet-based fluorescence microscopy. Cell Tissue Res. 2013, 352, 161–177. [CrossRef] [PubMed]
198. Maschmeyer, I.; Lorenz, A.K.; Schimek, K.; Hasenberg, T.; Ramme, A.P.; Hubner, J.; Lindner, M.; Drewell, C.;
Bauer, S.; Thomas, A.; et al. A four-organ-chip for interconnected long-term co-culture of human intestine,
liver, skin and kidney equivalents. Lab Chip 2015, 15, 2688–2699. [CrossRef] [PubMed]
199. Raasch, M.; Rennert, K.; Jahn, T.; Peters, S.; Henkel, T.; Huber, O.; Schulz, I.; Becker, H.; Lorkowski, S.;
Funke, H.; et al. Microfluidically supported biochip design for culture of endothelial cell layers with
improved perfusion conditions. Biofabrication 2015, 7, 015013. [CrossRef] [PubMed]
© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).
